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1. The Office Action 

The October 14, 2005 office action in this application (the "Office Action"): 

1. noted applicant's election of Group I (claims 1-20, 32 and 33); 

2. noted a reference cited in the April 10, 2002 IDS but not considered by the 
examiner; 

3. objected to the lack of a description of drawings in the specification; 

4. rejected claims 1-5, 7-17, 19-20 and 32-33 under 35 U.S.C. section 112, 
first paragraph; 

5. rejected claims 1-2, 5-6, 8, 10-14 and 33 under 35 U.S.C. section 102(b) 
as being anticipated by the Schwartz (1998) reference; 

6. rejected claims 1-2, 5-8, 10-14 and 33 under 35 U.S.C. section 103(a) as 
being unpatentable over Schwartz (1998) in view of U.S. patent 6,143,037; 

7. rejected claims 1 , 8 and 33 under 35 U.S.C. section 103(a) as being 
unpatentable over WO 94/24155, and;. 

8. provisionally rejected claims 1-20 and 33-34 under the judicially created 
doctrine of obviousness-type double patenting as being unpatentable over claims 
1-13 of copending application 10/929,040. 

Applicants respond to the Office Action as follows. 
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II. Prior Election with Traverse 

Numbered paragraph 1 on page 2 of the Office Action states that applicants 
have elected Group I (claims 1-20 and 32-33) without traverse. 

Respectfully this is not correct as on page 3 of applicant's July 14, 2005 
response to the June 20, 2005 office action in this application, applicants elected 
Group I (claims 1-20 and 32-33) with traverse. 
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III. Information Disclosure Statement 

Numbered paragraph 3 on page 2 of the Office Action states that the IDS 
filed April 10, 2002 "continues not to be examined in its entirely". Please note 
that in no prior communication from the Office has an issue been raised or a 
comment made with regard to the IDS filed by applicants on April 10, 2002. 

Numbered paragraph 3 on page 2 of the Office Action also states that for the 
IDS filed April 10, 2002 There are several references that did not accompany 
the file". If the Office will identify these references applicants will provide them. 

Numbered paragraph 3 on page 2 of the Office Action also states that 
Reference CD cited in the IDS filed April 10, 2002 has not been considered and 
invited applicants to resubmit this document. Enclosed is another copy of 
Reference CD. Please note that the last page of this publication provides an 
English abstract of the title and contents of reference CD. 
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IV. Objection to the Specification 

The Office Action objected to the specification for lack of a description of 
drawings in the specification. Please note that this application does not have 
any drawings. 

Related application serial number 10/929,040 (our docket 17326CIP3) was 
filed August 27, 2004 with 10 drawings. If the drawings from related application 
serial number 10/929,040 have become associated with this file the examiner is 
asked to kindly place such drawings with application serial number 1 0/929,040. 
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V. Section 112(1) Rejection 

The Office Action rejected claims 1-5, 7-17, 19-20 and 32-33 under 35 
U.S.C. section 112, first paragraph. Tfie Office Action states tfiat the 
specification is enabling for a method for treating a mammary gland disorder with 
Clostridial botulinum toxin A and Clostridial difficile toxin A. 

The claims have been limited to a method for treating a mammary gland 
disorder with a botulinum neurotoxin toxin A, B, C, D, E, F or G. Support for 
such a claim limitation can be found from at least original claim 5 and page 31 , 
lines 25-26 of the specification. Regarding enablement for such an amended 
claim it is well known that: "The botulinum toxins comprise a family of 
pharmacologically similar toxins that block acetylcholine release from peripheral 
nerves and cause a flaccid paralysis. All of the serotypes of toxin can poison 
humans and other animals..." (page 81 , left hand side of Schantz, E.J., et al. 
Properties and use of Botulinum toxin and Other Microbial Neurotoxins in 
Medicine, Microbiol Rev. 56;80-99:1992) (copy enclosed). 

Hence since all of the botulinum toxins act through the same physiological 
mechanism, and all of the botulinum toxins are disclosed in the original 
specification, use of all the botulinum toxins in the claimed method, not just 
botulinum toxin type A, is enabled by the specification. For these reasons the 
rejection should be withdrawn. 
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VI. Section 102(b) Rejection 

The Office Action rejected claims 1-2, 5-6, 8, 10-14 and 33 under 35 
U.S.C. section 102(b). Respectfully, the rejection is in error and should be 
withdrawn. The Schwartz (1998) reference discusses a muscle disorder not a 
mammary gland disorder. Thus, since the mammary gland is comprised of 
secretory glandular tissue a reference which discusses treatment of a muscle is 
not a relevant reference. Schwartz discuses treatment of a muscle which 
underlies but which is not a part of the mammary gland. Specifically, Schwartz 
discloses administration of a botulinum toxin into the latissimus dorsi muscle 
using EMG recording to insure that intramuscular injection was achieved. See 
page 188, right hand side column of Schwartz. The enclosed copy of Plate 160 
from "Atlas of Human Anatomy" (Netter 1997) shows the location of the 
latissimus dorsi muscle. Clearly, the latissimus dorsi muscle is not a part of the 
mammary gland. Hence, Schwartz cannot anticipate claims limited to treatment 
of a mammary gland, as opposed to treatment of a muscle. 

Additionally the claims have been limited to the scope of not rejected claim 3. 
For these reasons the rejection should be withdrawn. 
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VII. Section 103fa) Rejection 

The Office Action rejected claims 1-2, 5-8, 10-14 and 33 under 35 U.S.C. 
section 103(b) as being unpatentable over Schwartz (1998) in view of U.S. 
patent 6,143,037. Respectfully, the rejection is in error and should be withdrawn. 

The deficiencies of the Schwartz (1998) reference have already been 
discussed and Schantz appears to teach away from treatment of a mammary 
gland as opposed to intramuscular injection of a botulinum toxin. 

U.S. patent 6,143,037 discloses a coated medical treatment device. 

Since Schantz teach away from treatment of a mammary gland as opposed 
to intramuscular injection of a botulinum toxin, a combination of Schwartz and 
U.S. patent 6,143,037 cannot validly be made. Even if a combination of 
Schwartz and U.S. patent 6,143,037 could validly be made such a combination 
would merely teach intramuscular administration of a coated medical device, as 
opposed to the claimed invention. Additionally, these does not appear to be any 
motivation to combine Schwartz with U.S. 6,143,037 or any reason to believe 
that such a use of such a coated medical device would have a reasonable 
expectation of success with regard to the claimed invention. 

Furthermore, claims 1 , 1 1-12, 14 and 33 have been amended, claims 2 and 5 
have been cancelled, and claims 6-7 and 10 have been amended to be 
dependant upon amended claim 1 . 

Further, the rejection appears to be based on "implantation of a botulinum 
toxin implant" (top of page 7 of the Office Action). Applicants have therefore 
cancelled claim 7. 

For these reasons the rejection should be withdrawn. 
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VIIL Section 103(a) Rejection 

The Office Action rejected claims 1 , 8 and 33 under 35 U.S.C. section 
103(b) as being unpatentable over WO 94/24155. This reference teaches use of 
Clostridium difficile toxin A, not the claimed use of a botulinum neurotoxin. It is 
well know that Clostridium difficile toxin A is (1) not a botulinum toxin and (2) not 
a neurotoxin. See eg the enclosed Bruggemann (2005) and Gerhard (2005) 
publications which state that Clostridium difficile is a enterotoxin or a cytotoxin 
which causes diarrhea and a form of colitis due to Rho enzyme inhibition, 
whereas botulinum toxin is a neurotoxin which causes botulism by inhibition of 
SNAP-25 mediated intracellular vesicle-cell wall docking. 

Since WO 94/24155 does not teach or suggest use of a botulinum toxin the 
rejection should be withdrawn. 
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IX. Double Patenting 

The Office provisionally rejected claims 1-20 and 33-34 under the judicially 
created doctrine of obviousness-type double patenting as being unpatentable 

over clainns 1-13 of copending application 10/929,040. There is no claim 34 in 
this application. 

An executed terminal disclaimer is enclosed so the provisional rejection 
should be withdrawn. 
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XI. Cancelled Claims 



Applicants hereby cancel claims 2-3, 5, 7 and 16-17 without prejudice to 
further prosecution at a later date. 
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XI. Conclusion 

All issues raised by the Office Action have been addressed. Exanfiination and 
allowance of clainns 1, 4, 6, 8-15, 18-20 and 32-33 Is requested. 

Respectfully Submitted, 



Date: Novemberc^^3, 2005 



SteRjwi Donovan 
Regislration Number 33,433 



Please direct all correspondence to: 
Stephen Donovan 
Allergan, Inc. T2 7H 
Tower Two, Seventh Floor 
2525 Dupont Drive 
Irvine, California 92612 

Telephone: 714.246.4026 
Fax: 714.246.4249 
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I hereby certify that this Transmittal Letter, the Response to Office Action and the documents 
referred to as enclosed therein are being deposited with the United States Postal Sen/ice on this date 
November^!., 2005 in an envelope as "Express Mall Post Office to Addressee" Mailing Label number 
EV 616125305 us addressed to Mail Stop Amendment. Commissioner for Patents, P.O. Box 1450, 
Alexandria. VA 22313-1450. 

Adriane Giberson 

Name of person maillnopaper 

^gnature of person ST§aift^paper 
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PROGESTAGENIC ACTIVITY AND MECHANISM OF CONTRACEPTIVE 
ACTION OF MECYCEPRON 

G. V. Nikiiina, V. V. Korkhov, A. 1. Nikitin, A. V. Kamerhitsky 
and /. S. Levina 

Progestagenic activity of a modified analog of progesteron-6a-methyl-cyclogexan- 
ri' 2' 16a 17a]-pregn-4-en-3,20-dion including into .mecygepron composition has been 
ctudied- its activity is proved to be 5 times as great as that of progesteron at any 
Lav of administration. Mecygepron affects processes of ovogenesis and early embryo- 
genetic development in rats. A decreased number of washed out embryos is observed 
while the number of lutein bodies specific for intact rats remams the same, decelerated 
rate of cleavage and increased number of unfertilized ova. In the mechanism of the 
changes observed . an essential role plays a decreased secretion af lutropin resulting 
in a prolonged estrol cycle and. evidently, in intrafoUicuIar overmaturation of the 
ova which loose their ability to be fertilized. Besides, the disturbed hormonal ba- 
lance under mecygepron influence can affect the character of the oviduct and uterine 
contents and, thus, prevent the normal development of the fertilized gametes. 
Laboratory of Contraception. Laboratory of Early Human Embryogenesis. Institute 
of Obstetrics and Gynecology, USSR Academy of Medical Sciences. Leningrad; La- 
bor a tS of Chemist^ of Corticoid Compounds. N. D. Zelinsky Institute of Organic 
Chemistry. USSR Academy of Sciences. Moscow 



tom xc apxh b ahatomhm. fmctojiofmh h 3mepm0ji0rhm 
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yflK 61 1.69-018.1-08 : 577.153.9J-08 : 599.323.4 

r, E, BaAUKuna h B. F. CKonmee 
JI0KAJIH3AUMJI X0JIHHAUETHJITPAHC<I>EPA3bl 
B AJIbBEOJIflPHOM OTAEJIE MOJIOMHOB 
)KEJlE3bI BEJIOH MblUIH 

Jla6opaTopHH HeMpo3HAOKpHHo;iorHH (3aB.-npo(j). H. H. TpaueB) <DH3HOJiorHHe- 
cKoro HHCTHTyra JleHnnrpaACKoro yKHBepcHTera 

3a nocjieziHHe ^ecHTb jiex ^lOKasan xo;iHHeprHtiecKH& MexHHHSM pery- 
jisjuHH ceKoeTOpHoro npouecca b a;ibBeojiax MOJiOMHOfi xcejiesH [4, bj. 

B CBH3H C 3THM npeACXaBJIfleTCH Sa^HblM BblHBJieHHe OCHOBHblX KOMnOHCH- 

TOB xojiHHeprHHecKOH CHCTCMH B Hx KJieiKax. nocKOJibKy npHcyrcTBHe xo- 
JiHH3CTepa3bi He cJiy>KHT OAHOSHaHHbiM noKaaareJieM xoJiHHeprHHecKHX Me- 
xaHHSMOB oKa3ajiocb HeofixoAHMHM npozieMOHCTpHpoBaxb CnOC06HOCTb HC- 
cjieAyeMbix cTpyKxyp k cHHiesy auexHJixojiHHa. UosTOMy mh nposejiH 
rHCToxHMHHecKoe HCCJieAOBaHHe pacnpeAeJieHHH xojiHHauexHJiTpaHC^epasbi 
(4)epMeHTa, KaxaJiHSHpyiomero peaKUHio cHHxeaa auexHJixojiHHa) b aJib- 
BeojinpHOM oxAeJie mojiohhoS jKeJieau SeJiux Mwuiefl. 

MarepHaji h MeTOAHKa. HccJieAOBaHU 5 6e;ibix MbiuieH Ha 10-^1 5-e cyxKH 
.naKTauHH ^Khbothlix ACKanHTHpoBajiH. KpHOCTaTHue cpeau (10 mkm) (J)HKCHpoBajiH 
r i % 3a6y*epeHHOM pacxBope 43opMajibAerHAa h noABeprajiH rncTOXHMHqecKOH o6pa- 
60TKe n^rBnSHH xo^iHHaueTLxpaHc^epasbi [11. 12, 15] flJiH TopMOHceHHH acxepas 
cpIa^npLHS B pacTBope ssepHHa (lO-^ M) h Ao6aB;i5ijiH aaepHH b HHKy6a- 

UHOHHynf cpe^^^^^^ B£iHB;ieHHSi xo^HHaueTH;iTpaHc(l)epa3H npoBepn^^^ 

3yH MopHH (2: 3, 4, 5?^^neHTarHAP0KCH4,JiaB0H) B KOH^^^^^ 

H 4.n-Ha4TH;iBHHHJl) nHpHAHH B KOHUCHTpaUHH 5X10= M [13. 16], KOTOP/^e H30HpaTe;ibHO 

^aBJiH^T aK^^ xo;iHHaueTH;iTpaHc4)epa3hi He MeHee. .eM na 60 %. npH^eM m^^^^^^^^ 

Hcno^b30Ba.nH tojibko b nepnoA npeHHKy6auHH. xaK KaK Ao6aB;ieHHe ero b HHKyCauHOH- 
Hyio cpeAy npHBOAHJio k o6pa30BaHHK) ocaflKa. 

Pesyjibxaxbi HCCJieAOBanHH h hx o6cy5KAeHHe. KaK 
M05KH0 cvOTXb no pHC. 1, KJicxKH aJibseojiHpHoro oxACJia mojiohhoh >Kejie3bi 
He coW^Kax rpanyji npo^yKxa peaKUHH, mxo cBHAexejibcxByex o cneuH- 
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THIS MATERIAL MAY BE 
PROTECTED BY COPYRIGHT 
LAW (17 use ) 






p„c 1 FHCTOXHMHHecKoe BbiHBJieHHe xojiHHaijeTi«iTpaHC(J)epa3U b TKanflx mo- 
a-»HKy6aaHH b cpe«e He co«ep»a«eB^^ 

aKUHH B ceKpeTopB«x^^Kje«^a,.^B^^HHKy6a„^^^^ ^^^^^ ^^^^ 

Fie 1 Histochemical revealing of cholinacetyltransferase in tissues of the 

• white mouse mammary gland. ■■ 

a -incubation in the n.ediun, "oj .f°",'!it|,,:^r^„^'fn°tf,e tXIn X^iic'lt 
■ duct in secretory cells of the alveoli; ^ — "?.°V inhihition of the reaction product for- 

cyrcTBHH ciicu V TODMOSHji o6pa30BaHHe KOHeqHoro npoAyKxa 

Jht^^^^^^^ JSHMeH^oB. Moi c.HTax.. .TO pacnpe- 
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jieneHiie ocajiKa, o6: 
cooTBeTCTByeT JioKa. 

pasbi. 
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HblMH KJieTKaMH Opi 
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HHUaMH ^yBC 

HapyHcena He 
sajibHofi o6ji; 

HTO n03B0Jlfl€ 
B MHOSnHTCJll 
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neJieHne oca^Ka, o6pa3yiomerocfl b npouecce rHCTOXHMHHecKofl peaKUHH, 
cooTBCTCTByeT jioKajiHsauHH B TKaHH aKTHBHOCTH xojiHHaueTH;iTpaHc4)e- 
pa3U. 

OSpamaex na ceSn BHHMaHHe cBHSb npoAyKta peaKUHH c ceKpexop- 
HHMH KJiexKaMH opraHB ' (cM. pHc. 1, b). HaH6ojiee ranHTOa JioKajiHsauHH 
4)epMeHTa b hx uHTonjiasMC. rpanyjibi ocajiKa oShhho pacnpeAejieHW cpaB- 




Phc. 2. JIoKajiHsauHH xojiHHaueTHJiTpaHc4)epa3H b cTpyKxypax 

aJibseoJiflpHoro OT/tejia MOJioqaofi xejiesH 6ejioft mhuih. 
a — aKTHBHocTb (J)epMeHTa b sohc ceKperopHux kjictok h b 6a3a;ibHUX 
ywacTKax ajibseoJi, coOTBercTByiomHX pacnojioxeHHK) MHOsnHxejiHajibHbix 
KJieroK (CTpejiKa); 6 — aKTHBHOCTb (})epMeHTa b 0T;ie;ibHbix HepBHwx 
BOJioKHax noflB3AOiuHo-noflqpeBHoro HepBa mojioihoA Mcejieau (cTpe;iKH). 

Fig, 2. Cholinacetyltransferase localization in structures of the 

alveolar part of the white mouse mammary gland, 
a — activity of the enzyme in the secretory cells zone and in the ba- 
sal areas of the alveoli corresponding to arrangement of the myoepi- 
thelial cells (arrow); 6 — activity of the enzyme in separate neural 
fibers in the ileo-hypogastric nerve of the mammary gland (arrows). » 



HHTeJibHO paBHOMepHo, o^HaKo B HeKOTopHx KJietKax nJiOTHOCtb npoAyKxa 
peaKUHH fiojibuie b anHKajibHofi hjih SaaaJibHOH o6jiacTH (pHc. 2, a). Bcxpe- 
qaioxcH xaK^e kjicxkh, b KoxopHx aKXHBHOCxb (J)epMeHxa HHSKa (aa rpa- 
HHuaMH qyBcxBHxeJibHOCXH MCxoAa). PeaKUHH b HAepHbix cxpyKxypax 06- 
Hapy^Kena He bo ecex KJiexKax (cm. pHc. 1, b). OxAeJibHwe ynacxKH 6a- 
aajibHOH o6;iacxH neKoxopbix ajibseoji xo^e coAep>Kax npoiiyKx peaKUHH, 
HTo nosBOJinex npcAnojiaraxb B03MOH(Hoe BWHBJieHHe aKXHBHOCXH (t)epMeHxa 
B MHOsnUxeJiHajibHbix KJiexKax. 
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npHBJieKaer BHHMaHHe no/iOMCiireJibHaH peaKUHS b HepBHbix sonoKHax 
noAsaiouiHO-noAipeBHoro nepBa mojiomhoh JKejiesu (cm. pHC. 2. 6) Bbi- 
hbS aKTHBHOCTH 4)epMeHTa HMeHHO B 3T0M HcpBC corjiacycTCH c 4)aK- 

MWiflUHH Hepaa [3]. TecHoe coceACTBO noABSAouiHO-noAMpeBHoro Hepaa co 
CTVWKTwn aJibBeoJiHpHoro omejia mojio^hoS JKe;ie3hi npeflnoJiaraet cy- 
SeSaHHC HepBHbix b^hhhhh KaK Ha k^stkh aJibBeo;i. thk H.Ha KJietoM- 
S IJeMeHTH Me>KaJibBeo;iHpHOu coeAHHHTe;ibHofi xKaHH. 3to npeflnojio- 
Sne noflTBepJKflaeTCH onbiraMH, b kotophx paccMaTpHBaiOTCfl HSMeHeHHj, 
MeM6paHHoro noreHUHaJia ceKpeTopHWx kjictok npH s^ieKTpHHecKOM pas- 

SSeHHHM MeMSpaHHoro noTeH«Ha;ia pa^BHBaK,mHM^ .. 
njiHKauHro pacTBopa aueTHJixojiHHa (1X10 « f/mji) 17J. KpOMe xoro, sjick 
TpHHecKaH CTHMyJiHUHS STOPO HepBa BHSHBaex oTHeTJiHByH) Baso^jiJiaTa- 
UHOHHVK) peaKUHK). flaJibHeftuiHe HCCJieAOBaHHH, no-BHAHMOMy, cMori'tnoA- 
raepX cymecTBOBaHHe xoJiHHeprHHecKHX b^ihhhhA na flpyrae npoueccH, 
xanaKTCDHue aJifl flCHTejibHOCTH kjictok aJiboecwmpHOro OTfleJia. 
■ PacnoJiojKeHHe aKTHBHOCxH ^epMenxa aaex ocHOBanHH MHxaxb ochob- 
HHM MecTOM o6pa30BaHHfl auexHJixoJiHHa uHxonjiasMy ceKpexopHOH KJierm. 

B TO JKe BPeMil HSyMCHHe CySKJieXOHHOfl JIOKaJIHSaUHH XOJIHHOBblX 3C})HpO» 
B H30JIHP0BaHHHX CeKpeXOpHHX KJICTKaX MOJIOIHOft XeJieSH KOpOB noKa- 

3a™TO HCKoxopyio Hx Macxb conepJKax KJiexoHHtie wpa {4], ^to noflXBep- 
fmii H peay^ibxaxbi aaHHoro HcaiewBaHHfl. noJiyieAHue aaHHHe o HajiH- 
Jhh AepMeHxaxHBHOH cHCxeMH CHHxesa auexHJixojiHHa b aJibBeojiapHOM 
snHxeSnH mojioihoh JKe;ie3u noAxsepjKAaioxcH flOKasaxeJibcxBaMH bosmojk- 
HocxrcHHxesa auexH;ixo;iHHa b He hcpbhhx TKaHHX h K^exKax [1, 4, 18]. 
AuexH^ixojiHH, oepasyiomHHCH BHyxpHKJiexoHHO, mohcbt BWCTynax^^ 
MecxHoro ropMona, ocymecxBJiHiomero peryjiHxopHwe B03fleftcxBHH Ha pas- 

JIHHHfaie (bVHKUHH KJieXOK [1, 19]. ^ . 

Ha nepewHBaioiueH xKaneBOH Kyjibxype mojiohhoh Kejiesbi mhuich 
nocjie cxKMyJiHUHH sKCxpysHH ceKpeia okchxouhhom 6biJiH BuaejieHbi pnx- 
MH^ecKHe HSMeHeHHH coflepjKaHHH TKaHCBoro ■ auexHJixoJiHHa, pa3BHBaK>- 

lUHeCfl CHHXPOHHO C ApyrHMH nOKaSaxejIHMH (})yHKUHOHaJIbHOft aKTHBHOCXH 

ceKpexopHWx KJiexoK [7]. Dpn 3xom b npaKXHHecKH HfleHxHMHHX ycJiOBHHX 
(fla>Ke B npeaejiax OAHoro cpesa) b mo;iohhoh xejiese b pasJiHHHbix a.ibseo- 
jiax oxMet/aercH cymecxBCHHaH rexeporeHHOcxb pacnpeaejieKHH xojinHaue- 
xHJiTpaHCcbepasHOH aKXHBHOcxH, 1X0, no nauieMy MHeHHio, cflyjKHX noKa- 
saxejieM AyHKUHOHaJibHbix pasJiHHHH, o6ycjiOBfleHHMX acHHxpoHHOCTbio 
nooxoJKfleHHH ajibBeojiaMH cxaflHH ceKpexopHoro UHKJia. 3xo nosBOJiaex 
oe-bsiCHHXb pflfl xojiHHeprHMecKHX peaKUHH opraHa. pasBHBaiomHxcH b pe- 
svJibxaxe coKpamenHfl MHOsnHTeJiHaJibHHX kjibxck khk npH aeHcxEHH ok- 
cHTouHHa THK H npH rHnepKaJiHCBOfi h sjieKxpHMecKOH fleno;iHpH3auHH. 
BjioKaiia 'peaKUHH ceKpexopnux KJieroK xoJiHHOJiHTHKaMH — aTponHHOM h 
cykuhhhji6hcxojihhom [8], a xaKJKe pasBHXHe BasoflHJiaxauHH npn coKpame- 
HHHX MHoanHxeJiHaJibHHX K;iexoK [2] nosBOJiHex o6ocHOBaxb B03MO)KHocxb hx 
BsaHMOfleftcxBHfl c ceKpexopHUMH KjiexKaMH, onocpeflOBaHHoro xoJiHHeprH- 
qecKHM MexaHHSMOM. 3to noflTBepxAaexcH h pesyjibxaxaMH aaHHOH pa- 
6oxu. 

JlHTEPATVPA 1 BysHHKOBr. A. MoHoaMHHbi h aucTHJixoJiHH ksk pery- 
;,.Topu npoaeccoB 3M6pHore„e3a - ocHOBHue htoph h nepcneKTHBU HCC^eflOBa^^^^ 
nD06jieMU sKcnepHMeHTajibHOH 6HO.norHH. M., Hayna. 1977, C. 30*— *• ' V„Ln 
uTb B n EpMOJiaeBa B. H. H CKonHHea B. r. HcoieaoBaHHe peaKUHfl MHKpo- 
uHDKV^HTOPHoro pycjia mojiomhoh jKejieau flaKTHpywiUHX 6eJibix MHUieH. BecTH Jiry. 
^98^ Bun 2 N. 9 c. 103-106.-3. FpaieB H. H., OonoB C. M. h Ckohh - 
feB B r c'xoJiHHeprHHecKOft HHHepBaiiHH MOJiOMHofl menesyi 6eno» muuih. B kh : CHMn^ 

nn nnnfij^PMe CHHTCSa OPraHHMeCKHX BCIUeCTB MOflOKa. OpyHSC, H.nHM, 1971, c. 22— 2d.— 

4 rTaMeB H H nonoB C. M. H CKonHHeB B. F. UHTO*H3HOJiorHH ceKpeuHH mo- 
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LOCALIZATION OF CHOLINACETYLTRANSFERASE IN ALVEOLAR PART 
OF THE WHITE MOUSE MAMMARY GLAND 

G. B. Balakina and V. G. Skopichev 

The light optic investigation has been performed on the 10th— 15th days of lacta- 
tion The enzymatic activity has been determined by Burt method (1971). The product 
of histochemical reaction is revealed in the secretory cell and m the basal parts of the 
alveoli that corresponds to location of myoepithelial cells. Localization of the reaction 
product in the secretory cells of the neighbouring alveoli is heterogenous. The enzyme 
of acetilcholine synthesis is revealed along the course of single neural fibers included 
into the composition of the ileo-hypogastric nerve of the mammary gland. The results 
obtained together with the data of certain physiological investigations make it possible 
to substantiate participation of the cholinergic mechanism in the alveolar cells activity 
and consider participation of the cholinergic process in intercellular interactions, that, 
ensure functional conjugation of myoepithelial and secretory cells. 
Laboratory of Neuroendocrinology, Institute of Physiology. University, Leningrad 




^Microbipl Rev 1992 
Mar;56(l):80-99 



92030723 w . « x, i 

Microbiological Reviews. Mar. 1992. p. 80-99 Vol. 56. No. 1 

0146-0749/92/010080-20S02.0Q/0 
Copyright © 1992, American Society for Microbiology 



Properties and Use of Botulinum Toxin and Other Microbial 

Neurotoxins in Medicine 

EDWARD J. SCHANTZ* and ERIC A. JOHNSON^-^* 

Departments of Food Microbiology and Toxicology^ and of Bacteriology,^ Food Research Institute, University of 

Wisconsin, 1925 Willow Drive, Madison, Wisconsin 53706 



INTRODUCTION 8Q 

MICROBIAL NEUROTOXINS THAT BLOCK NEUROTRANSMITTER RELEASE 81 

Properties of Botulinum Toxin Type A Relevant to Its Use in Medicine 81 

Developments leading to the use of the toxin for himian treatment ....SI 

Special considerations on the prepai^tion and maintenance botulinum toxin type A for human 

treatment 81 

Mechanisms of action of botulinum toxin • SI 

Preparation and properties of botulinum toxin type A for clinical use 82 

Therapeutic applications. of botulinum toxin 83 

Side effects of botulinum toxin , 85 

Changes in muscle tissue following botulinum toxin type A ii^ections 85 

Immunity to botulinum toxin , 85 

Properties and Uses of Serotypes of Botulinum Toxin Other than Type A 86 

Botulism in humans ..-86 

Toxin production by the various serotypes of C. botulinum 86 

Significance of complexes on toxin quality 87 

Biochemical and genetic properties of the neurotoxin component 87 

Structure and properties of nontoxic proteins of the toxin complex 88 

New findings in the mechanisms of action of the different types of botulinum toxins 89 

Clinical use of pure neurotoxin compared with toxhi compkxes. 99 

Tetanus Toxin 89 

Crystalline structure 90 

Biosynthesis and activation of tetanus toxin 90 

Large-scale production of tetanus toxin , ...90 

Genetics of tetanus toxin , 90 

Pharmacological and medical applications of tetanus toxin 91 

MICROBIAL NEUROTOXINS THAT ALTER VOLTAGE-GATED SODIUM CHANNELS 92 

CONCLUSIONS.. ; : 93 

ACKNOWLEDGMENTS 93 

REFERENCES 93 



INTRODUCTION 

The eminent physiologist Claude Bernard wrote in his 
classic work entitled Experimental Science (8), **Poisons can 
be employed as a means for the destruction of life or as 
agents for the treatment of the sick.*' He went on to explain 
how certain toxins and poisons were valuable tools for 
analyses of the most delicate phenomena of living structures. 
Although several toxic substances of plant and animal origin 
were used in medical practice during his time» in recent years 
a great multitude of poisonous substances from plants, 
animals, and microorganisms are now finding use in studies 
on animal physiology and some are used medicinally in 
humans. 

In December 1989 the U.S. Food and Drug Administration 
licensed botulinum toxiii type A as an orphan drug for the 
treatment of the human muscle disorders strabismus, hemi- 
facial spasm, and blepharospasm in patients 12 years of age 
and older, by direct injection of the toxin into the hyperac- 
tive muscle. Botulinum toxin is also being used experimen- 
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tally for the treatment of a number of other dystonias and 
movement disorders (25, 98, 191). The use of the toxin for 
human treatment came about over 20 years ago through the 
collaborative work of Alan B. Scott and E, J. Schantz. The 
treatment of neurological disorders with botulinum toxin 
type A has opened a new field of investigation on the 
application of the toxin to nerve and muscle tissue in the 
human body. 

Various microbial neurotoxins are being used to under- 
stand the physiology of the nervous system and may have 
potential value in the treatment of certain types of muscular 
disorders through modification of nervous stimulation of 
muscle activity. Well-characterized microbial neurotoxins 
for this purpose include the neurotoxic proteins from Clos- 
tridium botulinum and Clostridium tetani and the low-mo- 
lecular- weight neurotoxins saxitoxin and tetrodotoxin, from 
certain species of dinoflagellates and bacteria (Table 1). 
These toxins affect muscular activity by their direct action 
on the nervous system; for example, botulinum and tetanus 
toxins affect activity by a presynaptic block of the release of 
neurotransmitters, and saxitoxin and tetrodotoxin do so by 
altering the action potential at the voltage-gated sodium 
channels of neurons. These toxins differ from many other 
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TABLE 1. Approximate relative toxicities of microbial 
neurotoxins 



Toxin 



Minimum lethal dose 
in mice (Mfi/kg) 



Mol wt 



Botulinum toxin. 


0.00003 


900,000 


type A» crystalline 






Tetanus toxin. 


0.0001 


150,000 


crystalline 




. 299 


Saxitoxin (free base) 


9 


Tetrodotoxins 


8-20 


319 



microbia} toxins such as diphtheria and cholera enterotoxins 
in that they exhibit relatively little cytolytic or cytotoxic 
activity. This review describes properties of presently 
known neurotoxins that are obtained from microorganisms 
and that, through their physiological action, may be valuable 
in medicine and pharmacology, particularly botulinum toxin 
type A, the only toxin which is presently being used for the 
treatment and relief of several human dystonias. It also 
points out the need for research on methods for culturing, 
purification, genetic expression, and preservation of these 
toxins applicable to their use for human treatment. 

MICROBIAL NEUROTOXINS THAT BLOCK 
N£UROTRAN$MmER RELEASE 

Properties of Botulinum Toxin Type A Rdevant to Its Use 
in Medicine 

Developments leading to the use of the toxin for human 
treatment. Botulinum neurotoxins are produced by certain 
strains of the bacterial species. C. botulinum, Clostridium 
butyricum, Clostridium baratii, and Clostridium argentin- 
ense (86). The toxins are classified into seven serotypes, A 
through G, on the basis of their inununological properties. 
The botulinum neurotoxins comprise a family of pharmapo- 
logically similar toxins that block acetylcholine release from 
peripheral nerves and cause a flaccid paralysis. All of the 
serotypes of toxin can poison humans and other animals, biit 
type A has caused the severest illness and many deaths from 
food-borne botulism and is the best-characterized botulinum 
toxin. Crystalline type A toxin is the serotype that is 
currently being used in therapeutic applications. The foilowr 
ing sections describe the basic properties of botulinum toxin 
type A and the development of the toxin as a drug. 

Investigations into the use of botulinum toxin type A for 
the treatment of hyperactive muscle disorders originated 
over 20 years ago through a fortunate set of circumstances 
and the ingenuity of Alan B. Scott, a surgeon at the Smith- 
Kettlewell Eye Research Institute in Sah Francisco. He 
contacted one of us (E.J.S.) regarding the availability of a 
toxic substance that might be injected into a hyperactive 
muscle and thus serve as an alternative to surgery for the 
treatment of strabismus, a condition in which the eyes are 
out of alignment. In my research on microbial toxins I had on 
hand highly purified crystalline type A botulinum toxin, 
produced by C. botulinum^ and saxitoxin, the potent poison 
produced by the dinoflagellate Gonyaulax catenella. The 
mechanisms of action of these toxins had been known for 
many years (29, 33, 63, 103), and their possible use in the 
treatment of a hyperactive muscle was apparent but had 
never been tested. No record of such use in animals , or 
humans was available. Both botulinum toxin and saxitoxin 
cause flaccid paralysis of skeletal muscle as a result of action 



on the nervous system. Botulinum toxin type A appeared to 
be the toxin of choice for human treatment on the basis of 
animal studies and accidental cases of human food poisoning 
in which the paralytic action on survivors lasted for many 
weeks whereas recovery from saxitoxin poisoning took only 
a few days for survivors. We therefore began our collabora- 
tion on this work by using botulinum toxin experimentally on 
rhesus monkeys, in which Dr. Scott surgically produced a 
condition similar to strabismus. With the properly deter- 
mined dose of botulinum toxin injected into the more active 
hfiuscle, proper alignment of the eyes was achieved. 

After 10 or more years of successful experiments on 
monkeys, the FDA granted Dr. Scott permission to treat 
strabismus in human volunteers. Strabismus in humans is a 
disorder of vision due to turning of one or both eyes from the 
normal position for binocular vision and is caused by hyper- 
activity of one or more muscles controlling eye position. 
This pondition in humans usually is corrected by surgery, 
which involves cutting away a sufificient portioii of the 
hyperactive muscle to allow the eye to assume its normal 
position. Successful human treatment with the toxifi in- 
volved injecting measured amounts of the toxin, under 
carefully controlled conditions using electromyography, di- 
rectly into the hyperactive muscle pulling the eye out of 
alignment.. Injection of botulinum toxin weakened the over- 
active muscle, enabling compensation by the weaker one 
and resulting in permanent eye alignnient after a period of 
temporary paralysis (192). The clinical work was first re- 
ported by Scott in the 1980s (188, 189), and the propertiies of 
the toxin in relation to its use in medical treatment was 
reported by Schantz and Scott in 1981 (180). 

Special considerations on the preparation and maintenance 
of botulinum toxin type A for hiiman treatment. Although the 
original toxin on hand and that prepared for the monkeys 
was sufficient, the toxin to be used for the human trials had 
to be prepared under more specific conditions that would, 
from best judgment, ipeet approval by the FDA. Botulinum 
toxin is the first microbial protein to be used via injection for 
the treatment of human disease. There wa$ no precedent for 
the use of a n}icrobial toxin in this manner, and protocols for 
this work had to be implemented. The important consider- 
ations regarding the tpxin were its purity and dose on 
injection. The production by culturing and the purification 
had to be carried out so that the toxin was not exposed to 
any substance that might contaminate the final product in 
trace amounts and cause undue reactions in (he patient. 
These restrictions required culturing in simplified medium 
without the use of animal meat products and piuifiqation by 
procedures not involving synthetic solvents or resins. An- 
other concern was ttie problem of long-term stability of the 
toxin so that a supply was always available. Dilution of the 
toxin from milligram quantities to a solution containing 
nanograms per milliliter presented a problem because of the 
rapid loss of specific toxicity on such great dilution. Toxin 
can be diluted in pyrogen-free water or saline if used 
immediately for treatment, but stabilization of the toxin for 
longer periods requires the presence of another protein such 
as gelatin or albumin (173, 177). Although the commercial 
botulinum type A product is prepared in the presence of 
human serum albumin, the use of human serum albumin 
presents potential problems in that certain stable viral agents 
carried through from donors could contaminate the toxin. 
These and other concerns about the preparation and use of 
the toxin for human treatment are reviewed and discussed in 
the following sections. 
Mechanisms of action of botulinum toxin. The primary 
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structure of the neurotoxin is such that the resulting shape phosphate buffer, and crystallized in 0,9 M ammonium 
(secondary and tertiary structures) causes a highly specific sulfate, this simplified procedure yields, for example, 60 to 
binding and block of acetylcholine release at myoneural 70 mg of small, white, needle-shaped crystals (0.1 to 0.2 mm 
junctions. Botulinum toxin is toxic to all vertebrates through in length) from a 12-liter culture (15 to 17% recovery), 
weakening of skeletal muscle, and death may come about Recrystallization under the same conditions yields 20 to 25 
through paralysis of the muscles of respiration. Van Ermen- mg of crystalline toxin. 

gen (226) considered that the toxin acted on the central The crystalline type A toxin contains 16.2% nitrogen and. 
nervous system, but it was later shown that the action is as far as is known, is composed only of biologically active 
peripheral rather than central (50, 60). Most early studies on amino acids (32, 207) for both the neurotoxin and the 
the mechanism ofactionofbotulinum toxin were carried out nontoxic proteins. The isoelectric point of the cryst^line 
with type A crystalline toxin (29, 33. 79). Botulinum toxin type A toxin is pH 5.6. Under slightly acidic conditions, pH 
blocks cholinergic transmission at all cholinergic synapses in 3.5 to 6.8. the neurotoxic component of 150,000 Af ^ is bound 
the peripheral nervous system, but conduction along axons noncovalently to the nontoxic proteins in such a manner as 
is not affected (79). The chemical denervation lasts for to preserve or help stabilize the second and tertiary struc- 
several months, and recovery of neurotransmission and tures upon which toxicity is dependent. Under slightly 
muscle activity requires sprouting of new nerve endings and alkaline conditions (>pH 7.1) and in the blood and tissues of 
functional connections at motor end plates. The biochemical animals and humans, the neurotoxin is released from the 
mechanisms of botulinuin toxin in skeletal neuromuscular toxin complex. RNA is also associated with the toxin 
preparations, brain synaptosomes, chromaffin cell cultures, complex but has no known role in activity or stability, 
spinal cord cell cultures, and Torpedo and Aplysia prepara- The molecular weight of crystalline toxin was initially 
tions have been reviewed within the last 10 years (45, 81. shown to be 900,000 M, on analysis in the ultracentrifuge at 
137. 158. 168. 200). pH 3.8 to 4.4 (161, 173, 181, 229). Putnam et al. (161) showed 
PreparaUon and properties of botulinum toxin type A for that on electrophoresis, the crystalline toxin moved as a 
clinical use. The Food Research Institute, University of single substance with a molecular weight of 900,000. La- 
Wisconsin, has been involved in the production of crystal- manna et al; (115) discovered that purified type A toxin could 
line toxin pertaining to food safety for many years, and small be separated into nontoxic and toxic components, when they 
amounts of this toxin were used for the work on monkeys. found that a nontoxic component precipitated eiythrocytes 
However, the toxin that was to be used for human treatment leaving the toxin in solution. Wagman and Bateman (229) 
by injection required special considerations, and preparation also showed that the toxin moved in the ultracentrifuge as a 
and purity of the toxin became essential (180). The type A single substance with a sedimentation coefficient of 19S at 
toxin Hall strain was chosen for production of toxin because pH 5.6, but at pH 7.3 the toxin component (neurotoxin) 
it consistently produced high levels of toxin (1 to 4 miflioii dissociated and moved as a much smaller molecule (7S). 
inouse 50% lethal doses (MLD50) per ml of culture broth). It Later DasGupta and Boroff (46) showed that at alkaline pH 
was originally obtained from J. H. Mueller of Harvard the neurotoxin could be separated from the nontoxic pro- 
University (118), and was developed at Fort Detrick, Md., teins by column chromatography. 

by screening for high toxin production. Toxin is produced in On diffusion in agar gel at pH 4.2 the crystalline toxin 
a nutritive medium consisting of a casein digest, yeast moves as a single substance with a coefficient (i>) of ca 2x 
extract, and dextrose at pH 7.3. Following inoculation. 10"^ cm^ s"^ (161. 178). However, at pH 7.3, near to the pH 
growth IS usuaUy complete m 24 to 36 h, at which time cells at which the neurotoxin arid nontoxic components dissoci- 
undeigo lysis. Complete lysis and clearing of the culture take ate, the diffusion rate of the neurotoxin increased to ca. 8 x 
2 to 3 days. The toxin is liberated during lysis and is 10"^ cm^ s-\ much higher than the rate expected for a 
activated by proteases present in the culture broth that globular protein molecule of 150,000 (178). Diffusion 
convert a poorly active protoxin to die highly potent toxin. depends to a great extent on the shape of the molecule, and 
The first successful attempt at purification of type A toxin the toxin may take on a threadlike structure that would 
from culture broths was accomplished by Snipe and Sommer diffuse faster than a globular structure. 
(203) at the Hooper Foundation at the University of Califor- The biological activity (toxicity) of the toxin, like many 
ma in 1928, when they showed that 90% of the crude toxin other biologically active proteins, is due to the spatial or 
could be precipitated from the spent culture fluid by tiie conformational structure of the neurotoxin molecule (173 
addition of acid to pH 3.5. About 20 years later, Lamarina et 182). The nontoxic proteins bound to the neurotoxin appar- 
al. (113), starting with the precipitate, obtained the toxin in entiy play an important role in maintaining the toxic shape of 
crystalline form, and then Duff et al. (59) improved tiie the neurotoxin. Careful handling of purified toxin is there- 
method; U)e improved metiiod is Uie basis for the present fore important for maintenance of stability. Botulinum toxin 
procedure for purification. The purification of botulinum type A is readily denatured by heat at temperatures above 
toxin type A in our laboratory for human use was designed to 40*'C. particularly at alkaline pH. Solutions of the toxin lose 
be earned out by the simplest procedures and avoided toxicity when bubbles form at the air/liquid interface causing 
exposure to substances such as added enzymes or columns sU-etching and pulling of the neurotoxin out of its toxic shape 
of synthetic resins, used in some methods, that could con- (173). This denaturation also takes place in an atmosphere of 
tammate the preparation and be carried into the final injected njtrogen or carbon dioxide. Dilution to extremely low con- 
preparations. It IS briefly described as follows, The type A centrations (nanograms per milliliter) also tends to decrease 
toxin in the spent broth was first precipitated by adjustment the stability of the neurotoxin, but this can be prevented by 
to pH 3.5 with acid; 90% of the toxin was recovered in the diluting with a buffered solution (at pH 6.8 or below) 
precipitate. The precipitate was washed with water, and the containing another protein such as gelatin and certain albu- 
toxin was extracted with 1 M salt solution at pH 6.5 and mins such as bovine or human serum albumin. When the pH 
reprecipitated with acid at pH 3.7. The toxin was extracted. is raised above 7.3, the neurotoxin is liberated, which is very 
from this precipitate with 0.05 M sodium phosphate buffer at labile. Because of its lability the neurotoxin is not practical 
pH 6.8, precipitated in 15% ethanol at -5T, redissolved in for medical applications. 
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Crystalline botulinum toxin type A was the first microbial 
protein of this complexity to be considered an injectable 
substance by the FDA, and it was necessary to set down 
specifications for toxin quality. The following properties of 
the crystalline toxin obtained from many batches were found 
to be of the highest-quality toxin and were used for evalua- 
tion of batch 79-11, which was used in initial studies in 
humans and later licensed by the FDA: (i) a maximum 
absorbance at 278 nm when dissolved in 0.05 M sodium 
phosphate buffer at pH 6.8, (ii) an/lzeo/AjTs ratio of 0.6 or 
less, (iii) a specific toxicity for mice of 3 x 10^ * 20% MLD50 
per mg, and (iv) an extinction coefficient (absorbancy) of 
1.65 for 1 mg of toxin per ml in a 1-cm light path. 

The purity of the crystalline toxin cannot be defined 
strictly in terms of percent purity because of small amounts 
of undefined material absorbing at 260 nm, most probably 
nucleic acid material, which associates with the toxin during 
culturing and is carried through the purification and crystal- 
lization procedures. This property is peculiar to certain 
crystalline proteins, in contrast to the crystallization of other 
simpler organic substances. We have based the quality of the 
toxin on obtaining as low any426o^278 ratio as possible, near 
to 0.55. Toxin from the first crystallization has a ratio close 
to 0.6, and on the second crystallization it should be reduced 
to about 0.55, which is considered representative of high- 
quality toxin. A third crystallization may reduce the ratio 
slightly but at a cost of yield, because only one-third to 
one-half of the toxin is recovered on each crystallization. 
Other crystalline proteins such as human and bovine serum 
albumins have absorbance ratios close to 0.5 (232). If it is 
assumed that the absorbing material at 260 nm is nucleic acid 
with an extinction of 20 per mg (12 times that of the toxin), 
the proportion of nucleic acid in a preparation with a ratio of 
0.6 would be less than 0.1%. 

Another test of purity and consistency for each batch of 
type A toxin is the banding pattern on solution electropho- 
resis and gel electrophoresis with crystalline toxin and 
reduced crystalline toxin. At or below the isoelectric point of 
5.6, the toxin moves as a single homogeneous substance, of 
900,000 M^. Toxin reduced with sulfhydryl reagents shows 
the distribution after electrophoresis of the nontoxic compo- 
nents along with the neurotoxin subunits of 100,000 and 
50,000 M,. Electrophoresis carried out on several batches of 
crystalline toxin showed that the toxin is judged very similar 
for each batch (101). 

The specific toxicity of a hidi-quality preparation of 
crystalline toxin should be 3 x lOr MLD50 (±20%) per mg. 
The number of milligrams for this determination is based on 
theyl278» ^"^g extinction of 1.65 to convert to milligrams 
of toxin (/i278/l-65 = milligrams of toxin (±3%]) (207). 
Because the immunological properties of type A toxin are 
independent of its toxic properties, the only means of 
evaluating the potency or acetylcholine-blocking power of 
the toxin is an animal assay (176). The mouse assay for 
toxicity determination may vary depending on the species of 
mice, their condition, and the conditions under which the 
assay is carried out. To minimize the variability, it is 
reconmiended that the mouse assay be carried out on any 
preparation used for human treatment with the use of a 
reference standard of type A toxin as described by Schantz 
and Kautter (177). There is no known chemical, physical, 
biological, or inmiunological test available that can replace 
the mouse test for toxicity evaluation. 

An important factor in the medical use of botulinum toxin 
is a method of storage for retention of toxicity. The crystal- 
line toxin formerly provided for reference in food assays was 



dissolved and stored in 0.05 M sodium acetate buffer (pH 
4.2) at 4'*C (177), in which it retained toxicity for 1 to 2 years 
before a significant loss (20%) could be delected by mouse 
assay. The difficulty with storing the toxin in acetate buffer is 
that freezing causes complete detoxification and reliance on 
storage at 4**C without danger of freezing is not practical 
under certain circumstances. However, we have found that 
the most satisfactory method of storage is to leave the 
crystalline toxin at 4'*C in the mother liquor of the second 
crystallization, in which toxicity was retained for 10 or more 
years. Retaining stability is important because it makes 
available a bulk supply of toxin to draw from over an 
extended period. When the FDA approved experimental 
trials on human volunteers, a large batch of crystalline toxin 
was prepared in November 1979 (designated 79-11) ex- 
pressly for the human trials; 100 mg was supplied to Alan 
Scott and 50 mg was retained in storage at the Food 
Research Institute. This batch has been the sole source of 
botulinum toxin type A accepted by the FDA for human 
treatment and has been used by many physicians throughout 
the United States and some foreign countries. However, 
some loss in toxicity has occurred in batch 79-11, and we 
reconunend that fresher batches of toxin periodically be 
prepared to avoid detrimental changes that may occur on 
aging. Crystalline type A toxin prepared in our laboratory 
does not appear to differ in potency or cHnical efficacy from 
type A toxin prepared in England by using anion-exchange 
chromatography and RNase treatment. (133, 222). However, 
we do not recommend the use of methods of purification 
invohnng enzymes, various exchangers, or synthetic sol- 
vents because of the chance of contaminatiori. 

Preparation of the toxin for dispensing as a drug and 
compatible for injection into muscle required (i) dilution in a 
suitable medium for stability of toxicity, (ii) filtration for 
sterility, and (iii) drying. Diluting a solution of botulinum 
toxin type A firom a concentration of 1 or 2 mg^ml to 
nanogram concentrations causes detoxification unless an- 
other protein is added for protection. Gelatin at 2 to 3 mg/ml 
is generally used at pH 6.2 in the standard procedure for the 
mouse assay for toxin in foods (177). Bovine serum albumin 
has been used at 2 to 3 mg/ml in acetate buffer at pH 4.2 for 
good stability (177), and human serum albumin was adopted 
for medical use. Filtration in the presence of additional 
protein can be carried out successfully to remove bacterial 
contamination without loss of toxicity. However, drying, 
which would have many advantages in long-term stability, 
under the conditions with human serum albumin at pH 7.3 
resulted in a substantial loss (50 to 90%) of toxicity. This loss 
of toxicity is a very important consideration because of the 
possibility that the inactivated toxin will form a toxoid and 
immunize the patient against the toxin on continued use. 
Various methods of drying, particularly, lyophilization, re- 
sulted in such losses. &q>erience with the toxin has proved 
that stability of toxicity is dependent on low pH (<7), but 
such low pHs are not compatible with injections into muscle 
tissue. A significant problem is the development of a medium 
and conditions to overcome the losses on drying, and 
research for this purpose is being carried out in our labora- 
tory. 

Therapeutic applications of botulinum toxin. Clinical stud- 
ies have indicated that toxin injections can provide profound 
symptomatic relief for humans suffering from a wide variety 
of disorders characterized by involuntary movements of 
muscle groups (Table 2), particularly those involved in focal 
or segmental dystonias (25, 64, 92, 127). In 1911, Oppenheim 
(151) introduced the term "dystonia musculorum defor- 
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TABLE 2. Focal dystonias and involuntary movement disorders 
successfully treated with botulinum toxin type A" 



Condition Symptoms of disease 



Strabismus Crossed eyes 

Blepharospasm Spasmodic eye closure 

Hemifacial spasm Facial twitching and spasms 

Eyelid disoixlers Inward turning of eyelid 

Spasmodic torticollis Abnormal movements or twisting of 

the neck and head 
Oromandibular and lingual Sustained mouth closure or lingual 

dystonia muscle contractions 

Focal dystonias of the hand...Writer*s cramp, musician's cramp, 

hand and arm muscle spasms 

Spasmodic dysphonia Uncontrolled vocal fold spasms 

Other voice-disorders Vocal tremor, stuttering 

Neurogenic bladder Abnormal urinary control; results 

from spinal cord injury 
Anismus ] Uncontrollable anal sphincter 

contraction 

Limb spasticity Occurs following stroke and other 

neurological disorders including 
cerebral palsy 



" Listed approximately in decreasing order of numbers of patients treated 
(25. 98. 179. 191). 



mans" to describe children who had movement disorders 
such as twisted postures, bizarre walking with bending and 
twisting of the torso, and severe muscle spasms. Oppenheim 
pointed out that progression of symptoms often resulted in 
fixed postural deformities. Dystonia is currently defined as 
*'a syndrome of sustained muscle contractions, frequently 
causing twisting and repetitive movements or abnormal 
postures" (64. 127). Dystonia can affect all regions of the 
body (127). Many patients with dystonias have been diag- 
nosed as experiencing psychological stress and referred for 
psychological therapy (64), but were later found to suflFer 
from specific neurological diseases (64, 127). Adult onset of 
focal or segmental dystonias (which affect only one or a few 
muscle groups) are more common than generalized dysto- 
nias (64, 127). A study in Minnesota estimated the preva- 
lence of various dystonias to be 391 per million population 
(147). Focal dystonias may spread and lead to generalized 
dystonias, in which several muscle groups are involved. 
Focal dystonias progressed to generalized conditions in 
neariy 60% of affected children (onset before age 13) and in 
about 3% of adults (onset after age 20) (127). 

Crystalline botulinum toxin has had great benefit in the 
treatment of involuntary muscle conditions, and injection of 
toxin is now considered the most effective treatment for a 
variety of focal dystonias (25, 98, 191). On injection the toxin 
acts directly or indirectly to alleviate conditions that result 
from muscle hyperactivity. Direct paralysis of target mus- 
cles is desired for certain indications including blepharo- 
spasm, torticollis, and other focal dystonias. Depending on 
the syndrome, toxin injection generally relieves undesired 
muscle movement for a few months, after which the abnor- 
mal movement returns and repeated injections are required. 
Paralysis of certain muscle groups can also lead to secondary 
desired effects (191). For instance, paralysis of a hyperactive 
muscle enables compensation by a weaker muscle, as in 
treatment of strabismus and certain limb muscle spasmodic 
disorders. In these conditions, the balancing of agonist and 
antagonistic muscle systems is the desired effect (191). 

Strabismus was the first syndrome for which botulinum 
toxin therapy was introduced as an alternative to surgery 
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(188, 189, 192). Botulinum toxin is usually injected into the 
recti muscles with a Teflon-coated needle and electromyo- 
graphic guidance to ensure accurate placement in the mus- 
cle; this is usually an office procedure. The toxin evokes a 
temporary denervation and muscle weakening, allowing the 
globe to return to normal alignment. Although botulinum 
toxin will not replace conventional surgical treatment, it has 
proved to be a useful adjunct to surgery in certain cases (189, 
191). 

Botulinum toxin is being used primarily for the correction 
of focal dystonias and other regional movement disorders. 
One syndrome approved for treatment is essential blepharo- 
spasm, in which persons suffer from involuntary eyelid 
closure. Blepharospasm is often accompanied by involun- 
tary movements of head and neck muscles, a condition 
known as Meige syndrome (98). Meige syndrome manifests 
as uncontrolled blinking (blepherospasm) plus involuntary 
facial grimacing, frowning, facial contortions, spasmodic 
speech, and neck pulling (spasmodic torticollis) (24, 25). The 
age of onset of blepharospasm is often 50 to 70 years, and the 
syndrome may progress to other muscle regions. Injections 
of botulinum toxin type A into the orbicularis oculi muscle 
has given clinically significant benefit in 70 to 90% of more 
than 8,000 treatments (98). In most patients, the latency 
period from injection to onset of improvement was 2 to 5 
days and relief persisted for an average of 3.5 months. The 
average dose was ca. 20 U (191). In some treatments, toxin 
diffused to neighboring muscles and caused temporary pto- 
sis. Some patients have received repeated injections for 7 
years or more, and no adverse long-term effects have been 
observed. 

Hemifacial spasm is an often disfiguring syndrome char- 
acterized by involuntary movement of facial muscles con- 
trolled by the seventh facial nerve. Patients often find the 
movements disfiguring and socially and functionally incapac- 
itating (25). Treatments with neuroleptic medications have 
been entirely ineffective. Injection of botulinum toxin (gen- 
erally 10 to 20 U) has relieved hemifacial spasm in more than 
90% of the patients treated. Most patients experience relief 
for 3 to 4 months, after which repeated injections have 
provided long-term relief in most individuals. 

Spasmodic torticollis (cervical dystonia) is a dystonia 
affecting neck muscles and causing the head to involuntarily 
deviate in any direction (25, 75, 98, 208). It is among the 
most conunon dystonias, and the spasmodic contractions 
can cause posture deformity, head tremors, and pain. Over 
1,000 cases of spasmodic torticollis have been treated, and 
the studies have reported improvement in 50 to 90% of the 
patients, depending on the dose and placement of the toxin. 
Comparatively large doses of botulinum toxin are used for 
injection at multiple sites. The larger quantities of toxin can 
diffuse to neighboring muscles, causing ptosis and other side 
effects. 

Certain other diseases involving involuntary muscle , 
movements have been successfully treated with botulinum 
toxin in a limited number of patients (reviewed in references 
25, 98, 191, and 218). These include writer's and musician's 
cramps, hand tremors, spasmodic dysphonia and other la- 
ryngeal dystonias, neurogenic bladder as a result of spinal 
cord injury, spasms of the rectal sphincter (anismus), limb 
muscle spasms following stroke, leg spasms from multiple 
sclerosis, and spasticity in children with cerebral palsy. 
Botulinum toxin could potentially benefit humans who suffer 
from a variety of other hyperkinetic movement and muscle 
tone disorders including tics, tremors, bruxism, and pain 
brought on by muscle spasms (25, 98, 99, 218). 
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Although botulinum toxin is currently used for treatment 
of regional muscle groups, limited success has also been 
achieved with patients who suffer from hyperactivity of 
several muscle groups. Botulinum toxin has found limited 
use in tardive dyskinetic syndrome (221), a chorea marked 
by irregular dystonic movements and postures that can 
develop in mentally ill patients after treatment with neuro- 
leptic medications. Some of these patients experience 
marked distress and suffer from disparate spasmodic disor- 
ders including repetitive blinking, backward arching of the 
head and trunk (retrocollis), rocking of the body, mouth 
grinding (bruxism), and involuntary voice sounds and grunt- 
ing. In a pilot study, four patients were injected in diverse 
muscles and marked improvement was found in 2 weeks in 
all four 'individuals. Not all movement disorders in these 
patients improved, but several did including retrocollis, 
mouth control, and bruxism. Treatment of tardive dyskinetic 
syndrome by chemical denervation with botulinum toxin is 
complex because it involves different muscle groups. The 
strategy has been to focus toxin injection on the most 
involved muscle groups. 

Generalized dystonias such as those observed in Parkin- 
sonism present difficult problems for treatment because of 
the many muscles involved, but it is possible that if a proper 
method of administration could be worked out, these gener- 
alized conditions could be treated with toxin. One possible 
but untried route is the administration of low intravenous 
doses by which the toxin would spread regionally to many 
muscles. 

Side effects of botulinum toxin. No adverse clinical effects 
of botulinum toxin have been found in patients who received 
low doses of botulinum toxin, e.g., <20 U. Single-fiber 
electromyography analysis has shown that injection of rela- 
tively large quantities of botulinum toxin (140 to 165 U) leads 
to toxin spread, weakening of distant muscles, and unchar- 
acterized subclinical effects (116). 

The primary side effect associated with local iiyections of 
botulinum toxin is weakening and ptosis of nearby muscles. 
One of the most prevalent and disturbing side effects is 
dysphagia, or the inability to swallow, and several patients 
have experienced upper airway obstruction after treatment 
with relatively high doses (>150 U) of botulinum toxin (25, 
208). Dysphagia may be related to generalized weakness and 
inability to hold the head erect (75) or to weakening of 
muscles involved in swallowing. It may also be related to the 
dose and injection strategy used. To prevent dysphagia, 
Borodic et al. (23, 24) have recommended, on the basis of 
studies of toxin diffusion in tissues, the use of £100 U per 
treatment injected into several sites. Further research is 
needed to identify the lowest dose of toxin and sites of 
injections that will produce the desired control and prevent 
migration of toxin to neighboring muscle groups. Local side 
effects could be increased in patients who are being treated 
with drugs other than botulinum toxin that affect neuromus- 
cular transmission (4). 

There is interest among physicians in developing methods 
to prevent the spread of toxin to neighboring muscles. Scott 
(190) demonstrated that injection of antitoxin at the correct 
time following toxin injection partially prevented toxin mi- 
gration. The currently available equine antitoxin could lead 
to undesirable reactions in some patients, and it would be 
valuable to have a source of human antibodies. In January 
1991, human immunoglobulin G pooled from immunized 
human volunteers became available in a phase II clinical trial 
by the Orphan Drug Program of the FDA as a potential 
treatment for infant botulism (70). A similar pool of human 
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antibodies could also be useful to alleviate side effects of 
botulinum toxin injections without leading to patient reac- 
tion to the antiserum. 

Changes in muscle tissue following botulinum toxin type A 
iiyectlons. Changes in skeletal muscles after botulinum toxin 
type A injection have been studied in animal models (S3, 56, 
57, 155). Duchen (56, 57) found that muscle fibers became 
atrophied and sprouting of nerve fibers was induced after 
injection of toxin into the leg muscle of mice. Sprouting of 
motor nerves was observed after 6 to 7 days and progressed 
for several weeks in the red soleus muscle; it occurred later 
in the predominantly white gastrocnemius muscle. Nerve 
sprouting occurred as complex branched arrangements 
which were apparently unable to establish functional con- 
nections for several weeks. The muscle fibers atrophied for 
6 weeks or more and then increased in diameter to within 
normal limits within a few weeks. Changes in the localization 
and intensity of cholinesterase staining reflected the morpho- 
logical changes. This work was important because it pro- 
vided a new approach to quantitative characterization of 
renervation of denervated muscle. Pestronk and Drachman 
(155) evaluated motor nerve sprouting quantitatively after 
presynaptic blockade with botulinum toxin by measuring 
acetylcholine receptors with ^^^I-labeled a-bungarotoxin. 
Muscle disuse was maintained by repeated injections of 
tetrodotoxin. They showed that the amount of sprouting was 
correlated with the number of acetylcholine receptors and 
was greatest in the botulinum-poisoned muscles. Sprouting 
was inhibited by a-bungarotoxin, suggesting that the acetyl- 
choline receptors had an important role in inducing sprouting 
and muscle renervation. These results suggest that the use of 
a combination of botulinum toxin and a-bungarotoxin could 
prolong muscle paralysis. 

In an approach derived from that of Duchen (56, 57), 
Borodic et al. (23-26) have used the albino rabbit as an 
animal model to quantitatively determine toxin spread from 
the site of botulinum toxin injection. Acetylcholinesterase 
staining, muscle fiber size analysis, and ATPase staining 
were used to establish a denervation gradient. A gradient 
effect up to 30 mm from the site of injection of 2 to 3 U of 
botulinum toxin type A per kg was found with respect to 
morphological changes in muscle fiber size and histological 
staining. At distances greater than 30 mm, there was sub- 
stantially decreased staining and much less muscle atrophy. 
Very similar results were found in a study with crude type B 
toxin (26). The denervation indicated by histochemical stain- 
ing and fiber size analysis appeared transient and lasted for 
about 3 months for both type A and B toxins. By using 
muscle biopsies, innervation sites were also determined with 
humans (23-25). Borodic et al. (23) have also used electrical 
stimulation to determine motor points and optimal injection 
sites in botulinum toxin therapy. 

Immunity to botulinum toxin. There is considerable con- 
cern about the possibility that patients will develop antibod- 
ies and become refractory to botulinum toxin treatment, 
particularly when relatively high levels of botulinum toxin 
are injected repeatedly over several years. The dose of toxin 
required to trigger antibody formation in humans is not 
known. The minute quantities of toxin ingested in food- 
borne botulism are not sufficient to evoke antibodies. Recur- 
rent episodes of type B and type E botulism have been 
documented in the same individual, supporting the notion 
that repeated exposure to botulinum toxin may not impart 
long-term immunity (6, 186). Repeated sensitivity to tetanus 
toxin in humans has also been reported (34). 

Toxoid is commonly injected into laboratory workers to 
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Stimulate antibodies and protect against accidents. The 
minimum dose of toxoid to elicit immunity in humans varies 
greatly with the individual and the toxoid preparation (3, 80, 
197), but is probably similar to the immunological response 
to tetanus toxoid (73). Repeated injections of botulinum 
pentavalent toxoid after 0, 2, and 12 weeks and yearly 
boosters gave final titers of 3.2 lU of anti-A antibodies, 0.4 
lU of anti-B antibodies, and 2.5 lU of anti-E antibodies per 
ml. in a man (80). Antibodies were slow to develop, and a 
steep rise in the level of anti-A antibodies occurred in the 
fourth year of immunization. In an investigation of 77 
patients subjected to the current U.S. schedule of toxoid 
injection at 0, 2, and 12 weeks, Siegel (197) reported that 
neutralizing antibodies to type A and B toxins were low or 
absent after the 12-week shot and significant titers were 
present only after yearfy boosters. After the first booster, 74 
(96%) had an anti-A antibody titer of 0.25 lU/ml or more, and 
only 44 (57%) of the subjects had an anti-B antibody titer of 
0.25 lU/ml or more. (1 lU is defined as the amount of 
antibocfy neutralizing 10,000 MLD50S.) 

Antibody formation has been observed in a small number 
of patients injected with botulinum toxin (98, 191). To date, 
about 12 of more than 7,000 patients treated have developed 
antibodies to type A botulinum toxin. Six patients injected 
with 300 to 400 ng and one injected with repeated 100-ng 
doses within 30 days developed antibodies within 30 days 
(191). Antibodies have been demonstrated to reduce the 
beneficial effect of treatment (98). More work is needed to 
evaluate the incidence of antibody formation and other 
immunities in patients repeatedly treated with toxin over 
several years. 

Properties and Uses of Serotypes of Botulinum Toxin Other 
than lype A 

Seven known serotypes of botulinum toxin (A through G) 
have been isolated and characterized (213), and it is likely 
that types other than type A will be used clinically, particu- 
larly in patients who develop immunity to type A. Further- 
more, evidence is accumulating to show that different types 
bind to different acceptors and may have subtle differences 
in their mode of action and that they could therefore com- 
plement type A in clinical applications. In the following 
sections, we review various basic sdence aspects of the 
botulinum toxins, especially as they pertain to potential 
clinical applications. 

Botulism In humans. When botulinum toxin enters the 
circulation from contaminated food or infection, it can cause 
a severe paralytic disease. Types A, B, and E have most 
conunonly been involved in human botulism (168, 213, 215), 
and type F has been the causative type in at least two 
outbreaks of food poisoning (78). Symptoms and severity of 
botulism differ depending on the serotype and amount of 
toxin ingested, suggesting possible differences in the mech- 
anisms of intoxication (215). Clinical observations have 
indicated that type A food-borne botulism is often more 
severe and associated with higher mortality than botulism 
from other types (37, 52, 95). A rapid onset of neurologic 
signs indicates a more severe episode of the disease (38). 
Benign forms of botulism in which the course of the illness is 
milder and longer lasting have also been reported, particu- 
larly for type B (43, 100, 109, 209). 

Botulism in humans generally manifests as a rapidly 
progressive symmetrical neuromuscular paralysis. Patients 
with botulism generally stay mentally alert during the poi- 
soning unless anoxia sets in (108). Sudden respiratory or 



Microbiol. Rev. 

cardiac arrests and airway obstruction, leading to death, can 
occur (109). Cardiac effects of botulinum toxin in animals 
and in humans have been reported (114, 215). 

Botulinum toxin most often initially affects eye muscles 
supplied by susceptible cranial nerves, and the first signs of 
botulism are often blurred and double vision (215). As the 
paralysis progresses and peripheral nerves are afiiected, 
signs such as dry mouth, difficulty in swallowing, weakness 
in head and neck movements, and difficulty in breathing 
become apparent. In type A and B botulism, loss of muscu- 
lature control manifests as ptosis and drooping of eye 
muscles, hypoactive gag reflex, and weakness in upper and 
lower extremities (95). Atypical symptoms including asym- 
metric or late-onset of neurologic signs, paresthesia, nystag- 
mus, ataxia, and sensory abnormalities are not uncommon 
(31, 95, 215). Ingested botulinum toxin can paralyze all 
muscles of the body. Symptoms of botulism sometimes last 
for months, and recovery requires renervation by new nerve 
terminal axons and end plates. Weakness and fatigability 
may persist for 1 to 2 years (215), Recovery in adults is 
generally complete (38), but there are reports of central 
nervous system involvement in infant botulism (100a). 

Since botulism is rarely encountered, it can be difficult to 
diagnose rapidly. Electronryc)graphy is useful for detection 
of decreased amplitude of muscle action potential. in weak- 
ened muscle (215), and since conduction along the nerve 
axons is not altered by botulinum toxin, the proximal motor 
nerve conduction rates and distal latencies are normal (42). 
Botulism is confirmed by the demonstration of botulinum 
toxin in the patient's serum or stool or in suspect food by 
mouse assay and neutralization with type-specific antitoxin 
(52). Botulinum toxin has been found more often in the 
serum of patients with type E or B botulism than with type 
A, possibfy because of the greater affinity of type A toxin for 
tissue acceptors. 

The actual dose of botulinum toxin to cause food-borne 
intoxication in humans is debatable and depends on the 
individual, the source and type of toxin, and the amount 
ingested. Accidental cases of human botulism from toxin- 
contaminated food showed symptoms of botulism and occa- 
sionally death from as little as 0.1 to 1 jig (100 to 1,000 ng or 
3,000 to 30,000 MLD50S) (134, 140, 183), but results were 
quite variable, probably because of individual variation in 
the amount absorbed and the stability of the toxin in the gut. 
More data on toxicity is available for lower animals and 
monk^s. The lethal dose of crystalline toxin type A in mice 
was 1.2 to 2.5 ng (0.03 to 0.07 U)/kg (76, 80) and was 0.5 to 
0.6 ng/kg for guinea pigs and rabbits (76). Scott and Suzuki 
(193) determined that the intramuscular LD50 for juvenile 
monkeys (Macaca fascicuiaris) was ca. 39 U/kg (ca. 1.25 
ng/kg) of body weight. Herrero et al. (91) repK)rted a similar 
lethal dose of 40 U/kg by intravenous injection in Macaca 
rhesus. In Gill's table of lethal amounts of bacterial toxins, 
he reported botulinum toxin to be the most potent toxin 
known for primates, the lethal quantity of type A toxin being 
0.5 to 0.7 ng/kg of body weight for monkeys and ca. 1 ng (30 
U)/kg for humans (76). Larger quantities of types Cj, D, and 
E may be required to cause death in monkeys, whereas less 
type B is required (76). No data on intravenous toxicity are 
available for humans for botulinum toxins, but humans are 
probably as sensitive as guinea pigs and would be expected 
to be about as sensitive as monkeys. 

Toxin production by the various serotypes of C. botulinum. 
Use of the various types of botulinum toxin in medicirie will 
require a plentiful source of the toxins. The production of 
type A toxin under controlled conditions by the Hall strain. 
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as used for the preparation of toxin for human treatment, 
gives a uniform -crystalline toxin in high yields. The toxin 
complexes of the other types have also been obtained by 
culturing and purification and could be useful clinically. 
However, the strain, medium composition, and culture 
conditions affect the yields and structures of the botuiinum 
toxins. 

To obtain the greatest quantity and highest quality of 
toxin, it is essential to maintain strains of C. botuiinum that 
consistently produce high levels of toxin. However, the 
bacterium has a frustrating tendency under laboratory con* 
ditipns to gradually lose its ability to produce high levels of 
toxin. Lewis and Hill (118) reported that the Hall strain made 
decreasing quantities of toxin on successive subcultures. 
Huhtanen (96) also reported that strains of type A and B 
toxins frequently beconie nontoxigenic during culture. A 
more complete understanding of the physiological and ge- 
netic factors that control toxin production will be valuable 
for the development of other types. 

The highest levels of toxin in group I C. botuiinum 
(proteolytic strains of types A, B, and F) are generally 
produced in cell populations that undergo rapid autolysis and 
do not sporulate (21, 27), although Siegel and Metzger (198) 
obtained titers of 6.3 x 10^ U with the HaJl strain in a 
fermentor without appreciable cell lysis. Toxin formation is 
poor during sporulation, and spores contain only small 
quantities of toxin (ca. 1% of that found in cytoplasm) (58, 
77), Takiimi et al. (216) reported the isolation of nontoxi- 
genic variants of C. botuiinum type A that had enhanced 
sporulation. The strain used for production of type A, the 
Hall strain, sponilates very poorly. Therefore, encouraging 
vegetative growth and autolysis and discouraging spore 
formation may be important for obtaining good yields of 
toxin. 

Toxin formation is controlled by nutrition in group I and II 
C. botuiinum (119, 152). Arginine delayed autolysis, affected 
sporulation, and repressed toxin formation in group I C. 
botuiinum (28, 154). Toxin formation was repressed about 
10,000-fold in group I, including the Hall A and Okra B 
strains, when abundant arginine was available in the medium 
(152), probably pwing to nitrogen repression of toxin gene 
expression. Protease was also decrease(^ by arginine in 
group I C. botuiinum. In group II C. botuiinum (nonproteo- 
lytic strains of serotypes B, E, and F), tryptophan availabil- 
ity repressed toxin formation, probably also in response to 
nitrogen sufficiency (119). These results indicate that fer- 
mentation conditions and mutant strains could be developed 
for improved toxin production. 

Significance of complexes on toxin quality. The strain and 
culturing conditions also affect the quality of toxin that is 
produced. Schantz and Spero (181) found that botuiinum 
toxins of the different serotypes occur in spent cultures as 
large protein complexes. In the ultracentrifuge the sedimen- 
tation coefficients for the complexes were 19S for type A, 
16S for type B, and 13S for types C, D. E, and F. Sugii and 
Sakaguchi (211) showed that high-molecular-weight toxin 
complexes occur naturally in foods. It is now Icnown that 
each of the types of botuiinum toxin produced in food or in 
culture are conjugated proteins ranging in molecular weight 
from 300,000 to 900,000, comprising a molecule made up of 
one or two neurotoxic units of about 150,000 nonco- 
valently conjugated to nontoxic proteins (168, 181, 213). 

The formation of toxin complexes is very important for 
use of the toxins in medicine because the nontoxic proteins 
play an important role in maintaining the stability of the 
neurotoxic units. Isolated neurotoxic units were poorly toxic 
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to mice when administered orally (169, 170. 210). Peroral 
toxicity increased with incremental association of the neu- 
rotoxins with the protective proteins (150, 168-170, 210). 
The larger {19S and 16S) complexes of botuiinum toxin types 
A and B were more toxic by the oral route and more resistant 
to acid and pepsin than were the smaller complexes. The 
isolated neurotoxins were rapidly inactivated by these con- 
ditions. Variations in the toxigenicities of different strains 
also probably depend on differences in the structures of the 
complexes. Ohishi (150) found that the oral toxicities dif- 
fered considerably for the toxins of certain type A and B 
strains of C. botuiinum. Of five B strains, Okra B produced 
the most potent toxin by oral challenge in mice. The 16S 
complex of the toxin was 700 times more potent than the 16S 
molecule from strain NH-2. A hybrid composed of the 
neurotoxin from NH-2 and the nontoxic compK>nents from 
Okra increased the oral toxicity close to that of the native 
Okra toxin, probably by protection of the neurotoxin in the 
gastric and intestinal tracts. 

The size of the complex formed in types A, B, E, and F 
depends on the medium for bacterial growth. It has been 
known for years that some foods such as vegetables have 
high botulinogenic properties (134, 212). Sugii and Sakaguchi 
(212) showed that type A and B C. botuiinum produced the 
stable 19S and 16S high-molecular-weight complexes in 
vegetables, whereas they produced the less stable 12S com- 
plex in tuna and pork. Nonconjugated neurotoxin was not 
found in any of the food substrates. They found that addition 
of iron or manganese to the growth medium resulted in a 
higher concentration of small toxin complexes (125 and 16S) 
in type A C. botuiinum, suggesting an influence of metals on 
the size and stability of the complexes. 

Biochemical and genetk properties of the neurotoxin com- 
ponent. The biochemistry of purified botuiinum neurotoxins, 
particularly type A toxin, has been studied in considerable 
detail, and authoritative reviews are available (45, 81, 213). 
Neurotoxins have been purified for all serotypes except for 
type G; the type G toxin has been purified to a protein 
complex of high toxicity, but further purification resulted in 
substantial loss of toxicity (126, 146). Within a given type of 
toxin and strain of producing bacterium, there may be 
considerable heterogeneity in molecular structure and anti- 
genicity, giving a mosaic structure (139). The neurotoxins all 
have high specific toxicities, from 10^ to 10^ MLDjoS/mg of 
protein (213). 

All types of neurotoxins are synthesized as single-chain 
protein molecules of about 150,000 with low toxicity. The 
protoxins are released from the bacterium during culture 
(48). Those of proteolytic (group I) C. botuiinum strains are 
cleaved by extracellular proteases into two-chain molecules 
consisting of an H (heavy) subunit of about 100,000 and 
a L (light) subunit of about 50,000 Af, (45, 47, 48, 171, 196). 
Toxin preparations from nonproteolytic cultures require 
exogenous protease treatment for protoxin activation. The H 
and L chains are covalently linked by at least one disulfide 
and noncovalent bonds (45) and possibly a metal component 
(10, 11). The H and L chains of the neurotoxins can be 
separated by chromatography after treatment with dithio- 
threitol and urea (171). The isolated chains are not toxic by 
themselves but can be recombined under carefully con- 
trolled conditions to obtain active toxin (110, 123 . 214, 230). 
Recently a chimeric toxin which retained considerable ac- 
tivity was prepared between the L chain of tetanus toxin and 
the H chain of botuiinum toxin type A (230). Chimeric toxins 
composed of defined fragments, e.g., the H chain from 
botuiinum toxin and the L chain from ricin, could be 
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valuable in medicine, but much work needs to be done on 
their formation and clinical testing. 

During proteolytic cleavage the neurotoxins undergo a 
molecular change in shape that increases toxicity (48). The 
nicking region was recently reported to contain multiple 
target sites susceptible to more than one protease (45, 47). 
DasGupta and Dekleva have proposed that two peptide 
bonds in a short region are cleaved at different rates during 
maturation of type A toxin and that 10 amino acids are 
excised (45, 47), The control of proteolysis to increase 
stability could be useful in the preparation of the toxins for 
medicine, as has been achieved with tetanus toxin, and to 
obtain defined fragments for construction of toxins with 
desired properties. 

The presence of metals in neurotoxins may affect their 
stability. Bhattacharyya and Sugiyama (10, 11) reported that 
chelators for iron and manganese inactivated purified type A 
botulinum toxin and tetanus toxin. Analysis of purified 
botulinum neurotoxin for metal content by neutron activa- 
tion indicated that one atom of iron was present for each 
toxin molecule. It wa3 suggested that metals may be in- 
volved in linkage of the H and L chains of botulinum and 
tetanus neurotoxins (10, 11). Kindier and Mager (107) found 
that metal availability in the culture medium affected the 
formation of toxin. Culturing C. botulinum in a medium 
containing EDTA did not inhibit growth but completely 
suppressed toxin formation. The biological activity of botu- 
linum toxin may depend on a transition metal component, 
possibly Fe. The presence of metals cpuld be important in 
maintenance of activity and protection from oxidation during 
drying and for long-term stability. 

Recent genetic advances have increased our understand- 
ing of the structure and expression of the botulinum toxins. 
The genes coding for botulinum neurotoxin types A, B, and 
£ are present in one copy on the chromosome in repre- 
sentative strains (14, 219). Genomic libraries of C. botulinum 
type A chromosomal DN A (strain 62A or NCTC 2916) were 
prepared on plasmids and transformed into Escherichia coli. 
For safety reasons, separate subfragments that were 2 kb or 
less in size and did not encode the entire neurotoxin gene 
were cloned. Open reading firames which encoded a se- 
quence corresponding to a polypeptide of 1,296 amino acid 
residues, 149,425 (14) or 149,502 (219), were identi- 
fied. The nucleotide sequences were in agreement with the 
partial nucleotide sequence reported by Betley et al. (9). The 
promoter of the BoNT/A gene was not transcribed in E. coli; 
this may have been caused by the frequent presence of 
codons in the promoter region that are not normally present 
in E. coli, Codon usage in the botulinum toxin gene was 
similar to that previously found for the tetanus toxin gene 
(61, 65, 66). Overall, 90.3% of the degenerate codons ended 
in A or U. An exception to the codon bias occurred for Lys 
codons, in which the frequency of AAA and AAG was 
nearly the same (24 AAA and 20 AAG) (219) compared with 
98 AAA and 9 AAG for the tetanus toxin gene. In C. 
botulinum, AUG and UAA were translational initiation and 
termination codons, respectively, and strong bias was found 
for Arg and Ser codons. Binz et al. (14) found that the A+T 
content in the 5'-noncoding region of the type A and type E 
toxin genes was 80.4 and iBO.3%, respectively, higher than in 
the coding regions, where 73.6 and 72.1% A+T were found. 
Examination of the upstream region indicated that transcrip- 
tion started 118 to 127 nucleotides upstream from the trans- 
lation initiation site (14). Regions of dyad symmetry were 
demonstrated in the 3- noncoding region that may be in- 
volved in regulation of transcription. Binz et al. (14) con- 
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eluded that botulinum neurotoxin type A was translated 
from a monocistronic RNA and that the mRNA did not also 
encode the hemagglutinin and other nontoxic proteins of the 
natural toxin complex. Thompson et al. (21Sf) also concluded 
that a single open reading frame was translated, giving only 
the neurotoxin protein. 

The sequence of the type A neurotoxin gene indicated that 
botulinum neurotoxin A does not possess a signal peptide in 
the terminal coding regions, supporting the notion that it is 
not a secreted protein. Cys residues are conserved at posi- 
tions 1060 and 1280 of botulinum (and tetanus) toxins, and 
Cys-454 occurs at the same position in C. botulinum type A, 
B, and E toxins and in tetanus toxin (61). Cys-454 is the sole 
Cys residue in the N-terminal region of the H chain and is 
probably involved in disulfide bridging of the L and H 
chains. Cys-430 is also located at an identical position in 
botulinum and tetanus toxin L chains. Sequence analysis of 
botulinum type A toxin indicated that the H chain of type A 
neurotoxin had six histidine residues arranged in a motif 
which the authors suggested could be involved in the bio- 
logical action of the toxin, possibly penetration through the 
nerve membrane. The deduced amino acid sequences of 
botulinum toxins had about 33% homology to tetanus toxin, 
and the H chains showed higher homologies than the L 
chains (14, 219). No homologies were detected to other 
proteins including ADP-ribosylating clostridial toxins. 

The DNA sequences have also recently been obtained for 
other botulinum toxins including type D, C^, and E neuro- 
toxins and the C, ADP-ribosyltranferase (13. 71, 72, 87, 105, 
106, 157). Highly homologous regions were detected among 
the various neurotoxin gene sequences and tetanus toxin 
gene. The gene was found to be unrelated to Cj and D 
neurotoxin genes. 

Structure and properties of nontoxic proteins of the toxin 
complex. Relatively little is known concerning the biochem- 
istry and genetics of the nontoxic proteins associated with 
neurotoxin in toxin complexes. The type A complex con- 
tains at least two nontoxic proteins, one of which has 
hemagglutinating properties (115). Strains of C. botulinum 
that do not produce hemagglutinin have been isolated, and 
theise form smaller complexes (12S and 16S) than are nor- 
mally found (198) (111, 135, 211). The in vitro addition of 
hemagglutinin to the 12S complex results in formation of a 
19S complex with increased stability (111). Binding of the 
hemagglutinin was inhibited by a heat-stable, jdialyzable 
substance that has not been isolated (211). 

DasGupta (44) reported that the hemagglutinins of type A 
and B toxins were constructed through aggregation of two 
small units of about 15,000 and 20,000 M^. Recently, Somers 
and DasGupta (204) studied nontoxic proteins from type A, 
B, Cx, and E toxin complexes. The proteins isolated from 
types A, B, and £ had various degrees of hemagglutinating 
activity (Hn'*'), while the protein from type £ had no 
hemagglutinating activity (Hn"). The type A Hn"*" and type B 
Hn**" were serologically cross-reactive. Type A Hn"*", type B 
Hn"^, and type C Hn"*" were isolated as large aggregates 
(220,000 to 900,000 M^), which were separated into multiple 
subunits of >:17,000 by sodium dodecyl sulfate-polyacryl- 
amide gel electrophoresis (SDS-PAGE). The type E Hn~ of 
116,000 Afr did not aggregate. The sequences of the 10 to 33 
aminb-terminal regions of the 17,000, 21,500, 35,000, and 
57,000 Mr subunits of type A Hn* and type B Hn* were 
determined. Each of the subunits had a unique sequence, 
indicating that the subunits were not homomers of smaller 
units. The subunits types A and B had remarkably similar 



Vol. 56, 1992 

sequence idei^tity; i.e., the 21,500 Af^ subunits were identical 
and the 57,000 Af^ subunits had 80% identity. 

Ah understanding of the genetics of the hemagglutinin 
component of the toxin complexes is also developing. 
Oguma et al. (148) showed several years ago that the 
capacity to produce hemagglutinin in C. botulinum type C 
was transferred by phages either separately or together with 
toxin. Physical linkage of a hemagglutinin gene and toxin 
gene was confirmed, and it was shown that the toxin and 
hemagglutinin genes were transcribed in opposite directions. 
Tsuzuki et al. (224) cloned the gene encoding the main 
component of hemagglutinin produced by C. botulinum type 
C. The complete nucleotide sequence of the gene indicated 
that it encoded a protein of 33,000 M^. At 62 bp downstream 
from the termination codon of the cloned 33,000 subunit 
of type C Hn*** was an initiation codon followed by a coding 
sequence for at least 34 amino acids. Somers and DasGupta 
(204) found that the derived amino acid sequence of this 
open reading frame had 73 to 84% sequence identity with the 
17,000 Afr subunits of type A Hn^ and type B Hn"*^ and 
significant similarity with the N terminus of type E Hn . 
This observation raises the interesting possibility that g^nes 
for some of the subunits have a similar genetic arrangement 
and a common ancestral origin. It is interesting that a 
sequence homology has.beeh proposed between tetanus 
toxin and the hemagglutinin of influenza virus (138), indicat- 
ing a possible viral origin of the neurotoxin. 

New findings in the mechanisms of action of the different 
types of botulinum toxins. Botulinum neurotoxins A to G are 
antigenically distinct yet have a number of structural and 
mechanistic similarities. All of the neurotoxin types cause a 
chemical denervation at the myoneural junction by inhibiting 
acetylcholine release. However, there appear to be subtle 
differences in the mechanisms of action of the neurotoxins. 
Toxin types A ^d E, type B, and type F apparently bind to 
distinct high-affinity acceptor regions with similar affinities 
(ATo 10"' to 10"^° nM) in synaptosomes and at murine 
neuromuscular junctions (20, 45, 62, 110, 128, 228, 233). 
Binding may occur in regions composed of sialosyl residues 
and protein (184) aiid may first involve low-affinity associa- 
tion of the H chain followed by high-affinity attachment. In 
addition to binding to different acceptor regions on the nerve 
surface, botulinum toxin types A and B have been reported 
to affect neurotransmitter release differently (74, 137). Elec- 
trophysiological studies have shown that typp A affects 
asynchronous neurotransmitter release, whereas type B 
does not (137). Furthermore, an increase in the intracellular 
Ca* concentration by ionophore treatment reverses inhibi- 
tion by type A but not type B in synaptosome preparations 
(5), and aminopyridine more readily reverses type A than 
type B inhibition at the myoneural junction (74). 

Both the H and L chains of the neurotoxin may be 
required for poisoning in invertebrate systems (123, 158). In 
mammalian peripheral motor nerve terminals, the L chain 
alone is active ^ter it is internalized (15, 49). The precise 
mechanism of blockade by the L chain is unknown, but it 
must affect a general and important component of the 
secretory machinery in various classes of neurons. Botuli- 
num toxin blocks the release of several classes of neuro- 
transmitters at central and peripheral neurons (15, 120). 
Recently, it has been proposed that the L chain may act at an 
intracellular membranous or cytoskeletal site to inhibit neu- 
rotransmitter release (5, 120). Because of the extraordinary 
toxicity of botulinum toxin, it is likely that it has enzymatic 
activity and acts catalytically or triggers a cascade of events 
that decrease neurotransmitter release. The intracellular 
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substrate of botulinum toxin remains an elusive grail that is 
being pursued by several laboratories. 

An objective in treatment of hyperactive muscles is to 
prevent possible systemic reactions which could result from 
spread of toxin through the blood. Antibodies could be used 
therapeutically by application to the injection site to help 
limit the diffusion of toxin and alleviate, side effects such as 
ptosis (190), or it may also be possible to add the nontoxic H 
chain after toxin injection to block toxin binding to neigh- 
boring nerves. The most desirable approach to avoid spread 
would be to confine the paralyzing action within the presyn- 
aptic nerve. An interesting recent development is the finding 
that stabilized mRNA (3' polyadenylated and 5' capped) 
corresponding to the nucleotide sequence of tetanus toxin 
gene (L chain) imjected into Aplysia calif ornica chohnergic 
neurons in a bath depressed neurotransmitter release in less 
than 1 h (136). Similar results were found for mRNA of the 
L chain of botulinum A toxin, but only when the H chain was 
also added to the bath. The L chains of tetanus and botuli- 
num neurotoxins were demonstrated to be synthesized in the 
presynaptic neurons, and onset of toxin action was slower 
than that of neurotoxins injected directly. 

The subtle differences in botulinum toxin mechanisms 
aniong the various serotypes suggest that combinations of 
botulinum toxins could be more effective in clinical practice 
than any one type alone. Further work is needed to produce, 
stabilize, and test the clinicail effectiveness of different types. 
Preliminary work indicates that types B (26) and F (i87) are 
useful in controlling certain spasmodic muscle disorders. 

Cthiical use of pure neurotoxin compared with toxin com- 
plies. Most recent information concealing the structure and 
pharmacology of botulinum toxin has been obtained with 
purified neurotoxins, but it is unlikely that these will be used 
in a clinical setting. The toxin complexes are much more 
stable than neurotoxii^s and can be diluted and fdrmulated 
with retention of toxicity. Pure neurotoxins can be kept for 
several weeks to months in solution in the cold but are 
inactivated on dilution, formulation, and drying. No clinical 
trials on primates have been performed with purified neuro- 
toxins. 

Sellin et al. (195) reported that injection of 1 to 20 U of 
crystalline type A botuliiium toxin into the lower hindlimb of 
the rat produced a paralysis that lasted for several days. In 
contrast, injection of more than 1,200 U of type B neurotoxin 
was required to produce paralysis. The duration of paralysis 
was compared after iiuection of 20 U of type A or 5,000 U of 
type B toxin. Type A toxin caused paralysis for up to 7 days 
after injection, whereas type B toxin caused paralysis for 
only 3 days and twitching became evident at 5 to 7 days. It 
was also reported (104. 194) that pure type A neurotoxin was 
much more effective than type E or F neurotoxin in eliciting 
lasting paralysis in the lower hindlimb of rats. 

Tetanus Toxin 

Tetanus toxin, like botulinum toxin, is produced by an 
anaerobic sporeforming rod that has a similar morphology to 
C. botulinum (86). Unlike botulinum toXin, tetanus toxin can 
enter into the central nervous system by retrograde intra- 
axonal transport through motor nerves (17, 81, 132). It 
causes uncontrolled spasms of voluntary muscles by block- 
ing the release of inhibitory transmitters including 7-aini- 
nobutyric acid and glycine (132). Tetanus toxin also has 
significant activity iii decreasing acetylcholine release in 
cholinergic peripheral nerves when injected locally (54) and 
could possibly be used as an adjunct to or independently 
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from botulinum toxin for control of hyperactive muscles if 
the acquired immunity could be overridden. Tetanus toxin 
could also be used pharmacologically to transport sub- 
stances to the central nervous system (17, 18). The biochem- 
istry and pharmacological activities have been recently 
reviewed (17, 81). Here we consider aspects of the toxin that 
pertain to tetanus toxin production, stability, and potential 
use in medicine. 

Crystalline structure. Tetanus toxin was originally purified 
by Piilemer et al. in the 1940s by precipitation methods. 
They obtained toxin crystals by carefully carrying out re- 
peated precipitations in methanol and controlling the ionic 
concentration, pH, and toxin concentration (156). Tetanus 
toxin, like botulinum toxin, is a simple protein that does not 
contain lipid or carbohydrate (156, 165, 166). Unlike botuli- 
num toxin, tetanus toxin does not occur complexed with 
protecting proteins and will not survive gastric passage or 
cause food poisoning in humans. 

Although crystals of tetanus toxin were obtained in the 
1940s by Piilemer et al. (156) from cold alcohol solutions, 
crystallization was not confirmed by others for several 
years. More recently, two-dimensional crystals of tetanus 
toxin have been isolated from ammonium sulfate solutions 
after incubation for several weeks at 4°C (40, 167). Robinson 
et al. (167) obtained two-dimensional arrays of native tetanus 
toxin formed at the interface between a solution of the toxin 
and a phospholipid monolayer containing ganglioside. Crys- 
talline arrays were obtained only when all three components 
(toxin, phospholipid, and ganglioside) were present. The 
three-dimensional structure of tetanus toxin at 14-A (1.4-nm) 
resolution appeared as an asymmetrical three-lobed struc- 
ture that could interact with the phospholipid monolayer in 
two possible orientations (167). The analysis indicated that 
tetanus toxin is composed of differently shaped domains 
with different functions. 

Biosynthesis and activation of tetanus toxin. Tetanus tbxin 
is synthesized intracelluljairly as a single polypeptide of 
150,00 Af r that is released from the ceils on autolysis and is 
then modified by proteases present in the medium (81, 88, 
89). The single-chain molecule is difficult to isolate (81), and 
proteolytic modifications of the toxin have caused consider- 
able difficulties in the accurate characterization of the mol- 
ecule. Single-chain toxin can be prepared from washed 
extracted bacterial cells (88, 162) and by inclusion of prote- 
ase inhibitors and use of specific purification procedures (7, 
165, 231)'. Purified preparations containing protease inhibitor 
can be stored for 4 to 6 weeks without proteolytic modifica- 
tions and loss of toxicity (165). 

Conversion of tetanus toxin to the nicked form increases 
toxicity (7, 81). C. tetani forms proteases that produce 
nicking in culture (231), but many other endoproteases will 
also activate the toxin (2). Three regions in the molecule are 
particularly susceptible to nicking (81, 129). Mild trypsin 
treatment of intracellular single-chain toxin yields two 
chains of about 95,000 and 50,000 M^. The modiified tetanus 
molecule is strongly held together by noncovalent bonds, 
and reduction of disulfide does not result in separation of the 
chains. Strong denaturants such as urea or SDS (81, 166) or 
purification techniques such as isoelectric focusing (2, 231) 
are required to dissociate the chains. 

The H chain of tetanus toxin possesses a particularly 
susceptible region that can be cleaved with proteases such as 
trypsin or papain, yielding two fragments (B and C) (2, 89). 
The isolated H and L chains and fragments B and C are 
poorly toxic compared with intact tetanus toxin (2). Ahhert- 
Hilger et al. (2) reported that the nicking sites contributing to 



toxicity are located within a region spanning no more than 17 
aniino acids, and the N and C termini ai-e not altered during 
the modification. The separated chains were reconstituted to 
active toxin. By reconstitution experiments, the L chain was 
demonstrated to possess the paralyzing activity in isolated 
nerve-muscle preparations. The H chain is required for toxin 
entry into the nerve tissues and for axonal transport (2). 

Large-scale production of tetanus toxin. Tetanus toxin is 
produced in deep culture by methods similEir to those de- 
scribed for botulinum toxin. J. Howard Mueller, Pauline 
Miller, and associates at Harvard Medical School developed 
the methods currently used for production of tetanus toxoid. 
They experienced much frustration in obtaining consistent 
quality and the high titers of toxin required for toxoid 
deniand (121, 142-144). They realized the importance of 
medium formulation in obtaining good-quality tetaiius toxin, 
"if it were only possible to grow the tetanus organism on a 
medium containing only chemically defined substances of 
low molecular weight, it should become a relatively straight- 
forward matter to study and control the factors involved in 
toxin production, and to obtain a uniform product free from 
any possible antigenic material other than the specific sub- 
stance desired.'* (141). An extensive study was carried oiit 
to identify factors controlling tetanus toxin formation (143). 
On fractionation of components of the mediuni, the basis of 
good production was determined to be present in a pancre- 
atic digest of casein. The key to good toxin production by C. 
tetani was later determined to be limitation of histidine (144). 
Abundant free histidine drastically decreased toxin produc- 
tion, while its limitation strongly increased titers (144). Since 
histidine is required for growth of C. tetania it was necessary 
to find a method to limit the nutrient without stopping 
growth. Mueller and Miller found that providing histidihe- 
containing peptides (e.g., glycyl-histidine) or histidine esters 
(e.g., acetyl-histidine) stimulated toxin production. Latham 
et al. (117) developed a protein-free medium which is cur- 
rently used for tetanus toxin production. Mueller and Miller 
also isolated a high-producing stirain (the Harvard or Massa- 
chusetts strain) (142) that is still widely used by many 
laboratories. 

Tetanus toxin synthesis was found to be repressed by the 
addition of excess amino acids to the medium (223). Mel- 
lanby (131) reported that glutamate addition to the Mueller 
and Miller growth medium dc^cresised toxin formation but 
shortened the time necessary for autolysis. The restilts 
indicate that nitrogen nutrition controls toxin regulation in 
C. tetani. It is interesting that excess nitrogen also represses 
botulinum toxin synthesis in C. botulinum {119, 152). Careful 
adjustment of the levels of iron salts in the medium is also 
necessary for good tetanus toxin production (67, 142). The 
mechanisms of nutritional regulation and its importance in 
the biology of C. tetani and C. botulinum have not been 
further studied to our knowledge. 

Tetanus toxin, Uke botulinum toxin, is produced in highest 
quantities by norisporulating cultures (85, 145). Highly tox- 
igenic cultures autolyzed thoroughly and did not form en- 
dospores during culture. During culture, tetanus toxin was 
present within the cell and was not released until cultures 
lysed (141, 162). As with C. botulinum^ it appears that toxin 
formation is associated with autolytic growth and inversely 
associated with sporulation (145, 153). It would be of interest 
to determine whether specific transcription factors, e.g., 
sigma factors, regulate transcription of the toxin gene and 
whether these are preferentially expressed or activated in 
autolytic growth compared with sporulation. 

Genetics of tetanus toxin. Tetanus toxin production has 
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been recognized as an unstable property for many years (68, 
142). Attempts were made early to correlate the toxigenicity 
with the presence of bacteriophage. Phages were induced in 
C. tetani by treatment with mitomycin C, but induction did 
not aflfect toxin production (159, 160). Nontoxigenic mutants 
were readily isolated at high frequency (0.8 to 3.2%) from the 
Harvard strain A47 by treatment with various mutagenic 
agents including N-methyl-^V'-nitro-N-nitrosoguanidine, UV 
light, and rifampin (85). Hara et al. (85) found that cured, 
nontoxigenic strains still carried phages and proposed that 
plasmids could be involved in toxigenesis. Laird et al. (112) 
showed that toxigenicity was associated with the presence of 
a single large plasmid in 21 strains of diverse origin. Non- 
toxigenic derivatives were isolated, and each strain lost its 
plasmid. Two naturally occurring nontoxigenic strains were 
examined, and one was free of plasmids while the other 
contained a single large plasmid (112). The strains derived 
from the Harvard strain all contain a plasmid of 49 kb, which 
had identical restriction nuclease digestion patterns (112). 
By construction of a pool of nucleotide probes correspond- 
ing to the N-terminal amino acid sequence of tetanus toxin, 
Finn et al. (69) located the tetanus toxin gene to plasmid- 
related sequences. Surprisingly, strains with deletions in the 
plasmid still hybridized to the probes, suggesting that toxin 
gene sequences were still present but were not expressed to 
active product. 

Eisel et al. (61) used a pool of oligonucleotides (heptade- 
camers) made up of all possible DNA sequences for N-ter- 
minal amino acids 8 to 13 of fragment C of tetanus toxin and 
screened plasmid preparations from toxigenic and nontoxi- 
genic variants of the Harvard strain. Overlapping sequences 
that spanned the entire toxin gene were obtained from eight 
clones. The DNA fragments encoding tetanus toxin specified 
an open reading frame of 1,315 amino acids of 150,700 M,. 
The open reading frame begins with an initiation codon for 
methionine, but purified toxin, like botulinum toxin, pos- 
sesses proline at its N terminus and contains serine at the N 
terminus of the H chain (61). The molecular weights of the H 
and L chains calculated from the amino acid sequence are 
98,300 and 52,288, respectively. Partial sequences reported 
for peptide fragments from the L chain (166) are only partly 
consistent with those obtained by nucleotide sequencing. 
The discrepancy may be caused by the extensive proteolytic 
processing that tetanus toxin undergoes following cell auto- 
lysis. 

Computer searches using the primary sequence, of tetanus 
toxin have not revealed primary structural similarities with 
any proteins other than botulinum toxin. Analysis of the 
primary sequence has also provided evidence that tetanus 
did not evolve by duplication of sequences within the H and 
L chains, which was earlier suggested by the similarities in 
amino acid compositions of the H and L chains (217) and by 
immunological similarities probed with monoclonal antibod- 
ies (227). 

The availability of cloned tetanus gene fragments has 
enabled the production of tetanus toxin fragments for poten- 
tial use as vaccines. Makoff et al. (124) expressed tetanus 
toxin fragment C in E. coli as 3 to 4% of the total cell protein. 
However, the coding sequence for fragment C is A+T rich 
and contains several codons rarely used in E. coli. Produc- 
tion was improved by replacing the coding sequence by a 
sequence optimized for codon usage in E. coli (125). More 
efficient translation of the mRNA was the most important 
factor for the increased expression. When the modified 
coding sequence was combined with improved promoter 
strength, fragment C was expressed as 11 to 14% of the ceil 



protein. Halpem et al. (83) cloned the sequence encoding 
fragment C and showed that the fragment expressed in E. 
coli retained ganglioside- and neuronal cell-binding activity. 
Recombinant fragment C was purified in one step by affinity 
chromatography. Recombinant fragment C was also immu- 
nogenic in mice and elicited antibodies that protected against 
tetanus toxin challenge. The availability of recombinant 
fragment C should be useful for a variety of research 
applications and for production of toxoid. 

Pharmacological and medical applications of tetanus toxin. 
Tetanus acts primarily in the central nervous system and 
causes hyperactivity of the motor system and a spastic 
paralysis. Under specific conditions, tetanus toxin also in- 
hibits peripheral neuromuscular transmission, resulting in a 
flaccid paralysis (82, 130). Tetanus toxin resembles botuli- 
num neurotoxin in its structure and mode of action (81). 
Botulinum and tetanus neurotoxins have significant homol- 
ogy at the amino-terminal regions of the L and H chains, 
suggesting that at least, portions of the respective genes 
evolved from a common ancestral gene. 

Similarities in structure of tetanus and botulinum toxins 
have also been demonstrated in serological studies. Antibod- 
ies to type C botulinum toxin cross-reacted with other 
botulinum toxin serotypes and also reacted with tetanus 
toxin (149. 225). Tsuzuki et al. (225) found that a monoclonal 
antibody raised against botulinum toxin type E cross-reacted 
with botulinum toxin types B, Cj, and D and with tetanus 
toxin. Halpem et al. (84) developed antibodies against de- 
fined regions of the tetanus toxin to identify regions shared 
by tetanus and botulinum toxins. Synthetic peptides that 
corresponded to different regions of tetanus toxin were 
prepared and coupled to bovine serum albumin, which were 
used to immunize mice. Eleven of 13 peptides elicited 
antibodies that reacted with tetanus toxin in an enzyme- 
linked immunosorbent assay. Of 10 anti-tetanus peptide 
antibodies that reacted well with tetanus toxin, 1 reacted 
with botulinum toxin types B, Cj. and E but did not 
recognize type A. This antibody was made with a peptide 
corresponding to the amino-terminal end of the tetanus L 
chain, suggesting that this region is important in intoxication 
and that its structure is conserved in the two toxins. The 
antigenic region may be shielded in the native toxin but 
exposed on denaturation. Halpem et al, (84) also tested 
human tetanus immune globulin and mouse anti-tetanus 
serum for cross-reactivity with botulinum toxin, but none 
was detected. These results suggested that native forms of 
tetanus and botulinum toxins have little common surface 
antigenicity. This conclusion was also reached by Tsuzuki et 
al. (225), who prepared 306 monoclonal antibodies against 
the L chain of botulinum toxin type E and found that only 1 
reacted with the other botulinum toxin types and with 
tetanus toxin. 

Tetanus toxin has the unique ability to enter into the 
central nervous system through motor neurons. Because of 
the ability to travel up motor nerves, tetanus toxin or 
nontoxic fragments could provide a unique neurotropic 
agent to transport substances to the central nervous system 
(16-19). A 45-kDa nontoxic fragment, B-IIb (fragment C), 
that bound to toxin-binding sites on neuronal cell mem- 
branes and transported retrogradely from the axonai endings 
within the muscle to the motoneural perikaria was isolated 
(19). Bizzini et al. (18) constructed hybrid molecules consist- 
ing of the neurotropic fragment C and the I^^c fragment 
derived from tetanus toxin connected through disulfide link- 
age. The fragment was specifically carried to the central 
nervous system. Bizzini (17) also reported that fragment C 



92 SCHANTZ AND JOHNSON 



Microbiol. Rev. 



could compete with rabies virus for attachment to binding 
sites on neuronal cells and afifected the rate of spread of 
rabies virus. Cloning and expression of high levels of frag- 
ment C should lead to further studies of targeted delivery to 
the central nervous system and possibly to control of virus 
infections. 

Tetanus toxin also can act peripherally, causing a flaccid 
paralysis in the manner that characterizes botulinum toxin 
(54). H chains of both botulinum and tetanus toxins form 
channels in lipid bilayers (94). The H2 fragment of the H 
chain of tetanus toxin was found to antagonize the action of 
botulinum toxin in phrenic nerve-hemidiaphragm prepara- 
tions (201, 202). Tetanus toxin is about 2,000 times more 
toxic at central inhibitory nerves than at peripheral synapses 
(12, 54) and is about 1,000 times less toxic than botulinum 
toxin type A at the myoneural junction (82). Dreyer and 
Schmitt (55) proposed that tetanus toxin and botulinum toxin 
type A act at different sites in nerve inhibition of transmitter 
release. Botulinum toxins type B (74, 195), D (54), and F 
(104), but not A (74), appeared to act in a similar manner to 
tetanus toxin in affecting transmitter release from the myo- 
neural junction. The combination of botulinum and tetanus 
toxins or the construction of chimeras could potentially be 
used to control neurological disorders. 

MICROBIAL NEUROTOXINS THAT ALTER 
VOLTAGE-GATED SODIUM CHANNELS 

Other microbial neurotoxins impair muscle activity in a 
way different from botulinum and tetanus toxins by their 
effect on the action potential at the sodium channel of a 
nerve axon. Saxitoxin and tetrodotoxin are two classical 
examples of microbial neurotoxins that block or close the 
passage of sodium ions through the channel. Toxins pro- 
duced by other dinoflagellates also produce changes in the 
action potential at the sodium channel and are briefly de- 
scribed below. 

Saxitoxin is a potent rapidly acting neurotoxin produced 
by the marine dinofiagellate Gonyaulax catenella (206) and 
some bacteria (102, 122). Like botulinum toxin, it was first 
observed as a food-borne toxin, causing food poisoning that 
occurred only at certain times from consumption of mussels, 
clams, and some other shellfish that are plankton feeders. 
Consumption of toxic shellfish results in symptoms de- 
scribed as .numbness of the lips and fingertips within a few 
minutes followed by a progressive paralysis of the arms and 
legs along with the development of labored breathing and 
asphyxia. Death may occur within 2 to 24 h, depending upon 
the dose, from respiratory paralysis. After survival for 24 h 
the prognosis is good, and no lasting effects of the toxin have 
been observed. The oral dose that causes death from acci- 
dental consumption of toxic shellfish by humans is 1 to 4 mg 
(5,000 to 20,000 mouse units) depending upon the age and 
physical condition of the patient. A mouse unit (MU) is 
defined as the minimum amount needed to cause the death of 
an 18- to 22-g white mouse in 15 min, which is usually the 
maximum time in which death will occur (174, 205). 

Saxitoxin was first purified and crystallized by Schantz et 
al. (172, 179), and its structure was determined by X-ray 
crystallography by Jon Clardy (175). Purified saxitoxin is a 
very hygroscopic water-soluble toxin and is described chem- 
ically as a tetrahydropurine base with pK^s at 8.5 and 11.5. 
It has a molecular weight of 299 as the free base. It has no 
UV absorption above 210 nm. As the dihydrochloride salt it 
is a white solid that is stable in acidic solution but loses 
activity above pH 7. The paralyzing action of saxitoxin or its 



binding at the receptor of the sodium channel depends upon 
the presence of a hydrated ketone group in a particular 
position in the molecule. Reduction of this group to the 
alcohol results in the loss of over 99% of the binding and 
paralyzing activity. 

The neurotoxic action of saxitoxin is due to its specific 
binding, even at extremely low concentrations (10""^ M), at 
the sodium channel of excitable membranes and preventing 
the passage of sodium ions through the sodium channel, thus 
blocking an impulse. The action or binding is concentration 
dependent, and binding is reversible. Controlled application 
of the toxin has been suggested as a possible local anes- 
thetic. The effective dose in animals is relatively close to the 
lethal dose, as indicated by the steepness of the response 
curve, and pharmaceutical companies have not pursued its 
use in humans. However, when saxitoxin is mixed in small 
amounts with many classes of anesthetics, the effectiveness 
of the anesthetic action is greatly extended (1). The addition 
of 1 yug of saxitoxin to a 1% solution of a typical anesthetic 
(1 part in 10,000) such as procaine increased the time of 
effective action two- to threefold (1). The result is not an 
additive one (1). The addition of saxitoxin to procaine as well 
as to other anesthetic compounds will also reduce the dose 
required to obtain a desired effect. The reason for this 
unusual action of saxitoxin with anesthetic compounds has 
not been fully explained, but the molecule must play an 
important part in nervous function in the presence of other 
substances that act on the nervous system. Saxitoxin and 
tetrodotoxin have been important in the establishment and 
characterization of .the sodium channel in myelinated and 
unmyelinated nerve membranes (90, 93, 102, 163, 164) and 
for the study of related diseases such as multiple sclerosis. 

Another species of dinoflagellates, Gonyaulax tamarensis 
var. excavata, produces saxitoxin substituted with sulfate 
and sulfonic acid groups (63, 102). These substituted toxins 
have a lower specific toxicity or binding at the sodium 
channel than saxitoxin does, but they should not be over- 
looked for possible medical use. 

Tetrodotoxin was originally found in the roe, ovaries, and 
liver of the puffer or globe fish (Tetfaodontidae) caught in the 
western Pacific ocean and was at first believed to be exclu- 
sively produced by this fish. More recently it has also been 
found in various other animals including the California newt, 
octopus, and frog (234) and in marine bacteria (51, 199, 220, 
235). Dinoflagellates have been proposed as the original 
source of the toxin in puffer fish, which acquire it through the 
food chain (234). 

The action of tetrodotoxin is like that of saxitoxin in 
blocking the sodium channel of excitable membranes of 
nerve and muscle tissue. In fact, it has been shown that both 
tetrodotoxin and saxitoxin block the inward current of 
sodium ions at equally low concentrations of lO"*^ to 10"' M 
and occupy the same receptor sites at the sodium channel 
(63, 103). The basic structure of tetrodotoxin is markedly 
different from that of saxitoxin and is chemically described 
as aminoperhydroquanizoline, with a molecular weight of 
319. Although the two toxins are basically different in 
structure, they may be similarly classified as heterocych'c 
guanidines because of the guanidium group common to each 
toxin. Kao and Nishiyama (103) first proposed that the 
guanidinium moieties of each toxin might enter at the sodium 
channel like guanidine and that the bulk of the remaining part 
of the molecule prevented the passage of the sodium ion. 

Although this hypothesis may be consistent with many 
aspects of the action of the toxins, it appears that the 
chemical makeup of the molecule as well as the guanidine 
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group is involved. The reduction of the hydrated ketone 
group to an alcx>hol in the saxitoxin molecule completely 
destroys its effectiveness as a blocker of the sodium channel, 
and changes in the structure of tetrodotoxin also affect its 
bonding (102). The purpose here is to point out in a general 
way the nature of the two toxins and how they might affect 
the action of other toxins used for treatment of hyperactive 
muscles. The fact that saxitoxin enhances the action of local 
anesthetics has raised some thoughts on the relation of one 
toxin to another on an excitable membrane. Reviews by 
Catterall (36), Kao et al. (102, 103), and Borison et al. (22) 
give detailed descriptions of the action of the microbial 
neurotoxins saxitoxin and tetrodotadn (binding site 1 at the 
sodium .channel) and compare them with neurotoxins from 
other nonmicrobial sources that affect the sodium channel, 
such as veratridine, aconitine, batrachotoxin, grayanotoxin, 
and the low-molecular-weight basic polypeptide toxins iso- 
lated from scorpion venoms, iish-hunting cone snails, and 
sea anemone nematocysts (binding site 2 at the sodium 
chaimel). These reviews point out the various mechanisms 
by which toxins might affect the nervous system via action at 
the sodium channel. From the proposed action it seems 
reasonable to assume that there may be value in the use of 
combined toxins for control of nervous activity. 

It is quite interesting that the action potential at the 
sodium channel is also affected by certain substances, such 
as guanidine and 3,4-diaminopurine, that reverse or t^ass 
the blocking action of botulinum toxin. Although these 
substances are not particularly good antidotes for the toxin, 
their action indicates a relationship between the action 
potential at the sodium channel and the liberation of a 
neurotransmitter at the nerve ending. One might assimie, 
therefore, that substances such as saxitoxin, tetrodotoxin, or 
others that alter the action potential at the sodium channel 
should warrant further investigation for possible medical 
application. Guanidine, an effective substitute for sodium in 
action potential generation in excitable membranes (93), is 
also reported to relieve symptoms of botulism (39), {suggest- 
ing that there may be interactions of toxins at the myoneural 
junction, a field that warrants further study. 

Besides the microbial neurotoxins described thus far, 
there are other, less well understood microbial neurotoxins 
that may be found valuable for nerve and muscle control 
mainly because of their action at the sodium channel. 
Gymnddinium breve^ a marine dinoflagellate responsible for 
the Florida red tides and the tremendous fish kills in that 
area, produces several toxins, two of which are neurotoxins 
designated brevitoxins A and B, that have some action at the 
sodium channel (22). These two toxins are lipid-soluble 
polyethers with a molecular weight around 900. Brevetoxin 
A has an indirect action on the sodium channel in that it 
enhances channel activity in the presence of toxins that bind 
to receptor site 2 at the sodium channel, but not to receptor 
site 1. 

Gambierdiscus toxicus, a tropical reef-dwelling dinoflagel- 
late, produces several toxins, including one designated cigu- 
atoxin, which opens voltage-dependent sodium channels in 
cell membranes (186). This toxin is a lipid-soluble polyether 
with a molecular weight of 1112 and is concentrated as it is 
passed up the food chain to large predatory reef fish con- 
sumed by humans. The disease in humans affects both 
gastrointestinal and neurological systems. The neurological 
symptoms usually begin within 24 h and may last a month or 
more, indicating nerve blockage or damage requiring regen- 
eration of nervous tissue. Afflicted persons experience cir- 



cumoral paresthesias, paresthesias or paralysis of the ex- 
tremities, and muscle pain. 

Natural blooms of the freshwater blue-green alga (cyano- 
bacterium)yl/?^a/iuomenc'/i flos-aquae which occur period- 
ically in lakes of the northern United States and certain 
provinces of Canada have caused poisoning of farm animals 
from drinking the water. This organism produces several 
toxins including saxitoxin and neosaxitoxin. Another species 
of this group, Anabena flos-aquae^ produces a substance 
that affects acetylcholine receptors in muscle membranes 
(35, 97). Some mycotoxins affect the nervous system in 
various ways. Slaframine, upon biological conversion to a 
quaternary amine, causes excessive salivaUon in farm ani- 
mals and acts similarly to acetylcholine (30, 41). These 
organisms and other microorganisms produce other neural 
toxins, but little is known of their action and importance in 
pharmacology and physiology. 

CONCLUSIONS 

Butulinum toxin type A has been found useful for the 
treatment of many hyperactive muscle disorders by intra- 
muscular injection, and the FDA has licensed the toxin for 
treatment of strabismus, blepharospasm, and hemifacial 
spasm. It is the first microbial toxin to be used for human 
treatment. Because it is injected into humans, purity is of 
prime importance and, thefrefore, during the production by 
culturing and purification, it must not be exposed to any 
substances that might be carried in trace amounts to the 
crystalline toxin and cause undue reactions in the patient. 
Injection of the toxin into muscle tissue has opened a nkw 
field of investigation into the action of the toxin on muscle 
and nerve tissue and has been beneficial to many humans 
who suffer from dystonias. 

Types of botulinum toxin other than ^e A toxin and 
perhaps tetanus toxin may be useful for human treatment if 
patients develop immunity to type A toxin. Saxitoxin stim- 
ulates and prolongs the action of local anesthetics, suggest- 
ing the use of combined toxins for human treatment. Some 
microbiological toxins are described for possible use alone 
or combined with botulinum toxin for medical treatment. 
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Abstract 

Toxins A and B from Clostridium difficile are single-chain proteins of 308,000 and 270,000 Da, respectively. They possess transferase 
activity to monoglucosylate proteins of the Rho GTPase family whereby Rho, Rac, and Cdc42 are the canonical substrates. For application of 
these toxins as specific Rho GTPase inhibitors the highest possible purity is of crucial interest. We, therefore, expressed recombinant His- 
tagged toxin A using the Bacillus megaterium expression system. Specific antisera raised against the native toxin A firom C. difficile and the 
recombinant toxin, respectively, showed identical sensitivity and specificity in Western blot and ELISA analyses towards both toxins. By 
comparison of both toxins in functional studies we showed that the recombinant toxin was about two times more cytotoxic than the native 
toxin, and the glucosyltransferase-activity of the recombinant toxin was even 10-fold increased. However, recombinant toxin A showed one 
essential difference to the classically purified one. The reported transferase-independent effect of toxin A to release cytochrome c from 
isolated mitochondria was not exhibited by the recombinant toxin A. This putative mitochondrial effect decreased with increased purity of 
toxin A, and was absent with recombinant toxin, strongly suggesting an clostridial contamination responsible. In sunmiary, we tested the 
recombinant toxin A to be at least an adequate substitute for the native toxin, bearing the advantage of a rapid single-step purification and the 
absence of biological active contaminations. 
© 2005 Elsevier Ltd. All rights reserved. 

Keywords: Glucosyltransferase; Cytochrome c-release; Enzyme-deficient toxin A; Cytotoxicity; RhoA 



1. Introduction 

Large clostridial cytotoxins are valuable tools in cell 
biology due to their specific spectrum of protein substrates 
[1]. Toxin A (enterotoxin) and toxin B (cytotoxin) from 
C. difficile specifically inhibit Rho, Rac, and Cdc42, whereas 
lethal toxin from C. sordellii inhibits Ras, Rap, Ral, and Rac 
[2,3]. These toxins are acknowledged as tools for studying 
Rho GTPase-dependent signal transduction pathways. The 
toxins enter cells by receptor-mediated endocytosis to act 
cytosolically, and are thereby applied in whole cell 
experiments. We recently reported on the expression of the 
308,000 Da-sized recombinant holotoxin A, which is 
biologically full active [4]. So far, basically separated 
domains of C difficile toxins, i.e. N-terminal catalytic 
domain, transmembrane domain, and the receptor binding 
domain, were expressed in an £. coli system. Several reports 
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show expression of recombinant fragments of toxin A [5-9] 
or B [10-14]. Although the toxin fragments reveal the correct 
domain-specific function of the native holotoxin, their use, 
however, is mostly restricted to application in in vitro- 
systems or as immunogen. Sporadic reports of a recombinant 
holotoxin A or B stressed the difficulties in expression of 
these large clostridial proteins in E. coli. Phelps and co- 
workers [15] were the first to clone the complete toxin A 
gene. Kink and Williams [10] cloned the gene for full-length 
toxins A and B, but stated in their discussion a protein 
expression in E. coli that is too weak to yield sufficient 
protein for an efficient immunization. Similarly, Tang- 
Feldman and co-workers [16] reported low cloning efficiency 
of the toxin B gene, but succeeded at least in cytotoxicity 
assays to prove the expression of a biologically active toxin. 
Pfeifer and co-worker [17] finally showed the value of a 
recombinant tagged holotoxin B . Having this tool at hand, the 
authors discovered a processing of toxin B during internal- 
ization where only the catalytic domain reaches the cytosol. 

Among the well-known advantages of a recombinant 
protein one aspect has to be stressed: the recombinant 
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holotoxin represents a starting point for modifications, e.g. 
exchange of specific domains, mutations, or the generation 
of a glucosyltransferase-deficient toxin A. In all cases, 
proceeding studies demand prior characterisation of the 
recombinant toxin, which has been done in the present 
study. Of great interest was the feature of toxin A to induce 
mitochondrial damage [18]. The effect of toxin A and B on 
mitochondria triggers apoptosis and, thus, gains importance 
in the understanding of the pathomechanisms of these 
toxins. He and co-workers [19] postulated a glucosyltrans- 
ferase-independent effect, since the effect on mitochondria 
was observed before significant Rho-glucosylation was 
detected. They also performed a cytochrome c release-assay 
as a method to study a glucosyltransferase-independent 
effect of toxin A [20]. By performing various assays for 
cytotoxicity, glucosyltransferase activity, immunological 
features, and a glucosyltransferase-independent effect of 
toxin A we characterized the recombinant toxin A as a 
valuable substitution for the native toxin A from C. difficile. 



2. Results 

27. Recognition of toxins by polyclonal antibody 

The recognition by specific antibody is an important 
feature of the characterization of recombinant proteins. 
Therefore, immunoblot, ELISA and inhibition of toxin 
A-induced cytotoxicity by neutralizing antiserum were 
performed. Antibodies against the native and the recombi- 
nant enzyme-deficient toxin A were raised as described 
under Section 4.2. In a Western blot study (Fig. lA), the 
antiserum raised in rabbits against the UDP-dialdehyde- 
inactivated native toxin A (anti-TcdA) recognized all toxin 
A preparations, the native, the recombinant, and the 
recombinant enzyme deficient mutant (used as immunogen). 
The antibody was specific towards toxin A, and did not 
cross-react with toxin B from C. difficile. The cross-check 
showed a comparable specificity of the antiserum raised 
against the enzyme-deficient recombinant toxin A (anti- 
rTcdAed). The proteins of lower molecular weight (less than 
310 kDa), which appeared in the lanes of the recombinant 
toxins, are toxin fragments, since they are also recognized by 
the antibody raised against the native toxin. Of more value in 
testimony of the correct conformation of the recombinant 
toxin is the ELISA, allowing recognition of epitopes of non- 
denaturated proteins (Fig. IB). Both antisera (anti-rTcdAed^ 
grey bars; anti-TcdA: black bars) showed comparable 
specificity and sensitivity, recognizing the recombinant as 
well as the native toxin A, but not toxin B. As expected, the 
antiserum against the recombinant toxin Aed contains 
antibodies that neutralize the effect of native and recombi- 
nant toxin A, but not of toxin B (Fig. IC). Shown is the 
inhibition of cytotoxicity of the native toxin A when 
preincubated with anti-rTcdAed serum. Cells treated with 
recombinant toxin A (60 pM) or with toxin B (60 pM) 
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Fig. 1. Immunological characterization of toxin A preparations. 
(A) Western blot analysis of 10 ng each of enzyme-deficient recombinant 
toxin A (iTcdAed). recombinant toxin A (iTcdA), native toxin A (TcdA), 
and native toxin B (TcdB). The antisera raised against rTcdAed and against 
TcdA both recognized all various toxin A preparations, but did not cross- 
react with toxin B. (B) Both antisera showed similar sensitivity in an ELISA 
in recognition of recombinant and native toxin A, but did not cross-react 
with toxin B. Shown are the arbituary units (mean values of quadriplicate 
samples ±SD). (C) Antiserum raised against the enzyme deficient 
recombinant toxin A prevented the cytotoxic effect of recombinant toxin 
A, but not of toxin B. 

rounded up after 1.5 h. The anti-rTcdAed serum completely 
prevented morphological changes of cells over an obser- 
vation period of 10 h. The antiserum did also block the effect 
of the native toxin A (data not shown), but failed to inhibit 
the toxin B effect. 
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2.2. Cytotoxicity assay 

The second set of experiments showed the comparison 
of the native and recombinant toxin A in a cytotoxicity 
assay. Native toxin A was prepared from the culture 
supernatant of C difficile and the recombinant one was 
prepared from a B, megaterium expression system. To 
avoid artefacts caused by freezing/thawing, only freshly 
prepared toxins were used for this comparison. Fig. 2A 
shows the SDS-PAGE of both toxins. NIH 3T3 fibroblasts 
were treated with both concentrations of 30 and 15 pM of 
either native or recombinant toxin A. The morphological 
changes of cells were recorded hourly over a period of 5 h, 
and round cells were counted from three separate 
experiments. The kinetic of morphological changes 
induced by native and recombinant toxin A is depicted in 
Fig. 2B. After 5 h of treatment with 30 pM of recombinant 
toxin A cells were almost completely round, whereas the 
native toxin induced rounding of less than 50% of cells. A 
two-fold higher cytotoxicity of the recombinant toxin 
compared with native toxin A was also seen when 15 pM 
concentrations were applied. 
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Fig. 2. Cytotoxicity assay. (A) Concentration of native toxin A and 
recombinant toxin A were adjusted according to SDS-PAGE and applied 
onto NIH 3T3 fibroblasts at concentrations as indicated. Rounded cells after 
5 h incubation were recorded by phase contrast microscopy. (B) Graphical 
presentation of calculated cells that were completely rounded at indicated 
time points (mean values ±SD, /i=3). 
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Fig. 3. Glucosyltransferase assay. (A) Glucosyltransferase assay was 
performed as described under Section 4.2 and SDS-PAGE of all samples 
was performed. The Coomassle gel shows the amount of toxin A of all 
samples (upper panel), RhoA (middle panel), and the phosphorimaging data 
of the [^"^Clglucosylated RhoA (bottom panel). (B) Graphical presentation 
of the phosphorimaging data. 

2,5. Comparison of glucosyltransferase-activity 

A diflference in potency of both toxins was more obvious 
in respect to glucosyltransferase activity. Fig. 3A shows the 
Coomassie-stained gel of all samples from [^'^CJglucosyla- 
tion with native toxin A (20 nM) and recombinant toxin A 
(10 nM). The upper lane gives the amount of toxin A in each 
sample, the middle lane the amount of RhoA, and the lower 
lane are the phosphorimager data of [^"^CJglucosylated 
RhoA. The native toxin A revealed weak glucosylation of 
RhoA over a time course of 45 min. The recombinant toxin 
A catalyzed strong [^"^CJglucosylation of RhoA even after 
5 min, and almost maximum glucosylation after 15 min. 
The graphical presentation of the densitometrical evaluation 
is given in Fig. 2B. Taken into account that only half the 
amount of recombinant toxin A compared to native toxin A 
was applied, it can be assumed that recombinant toxin A 
exhibits a more than lO-fold higher glucosyltransferase 
activity than the native one. 

2,4. Mitochondrial cytochrome c-release assay 

In addition to cytotoxic and enzymatic activity as well 
as immunological characterization, a postulated enzyme- 
independent effect was used to further characterize the 
recombinant toxin A, namely the property to induce 
cytochrome c release from mitochondria. Mitochondria 
prepared from CHO cells were treated with 2nM of 
different toxin A-preparations: a crude preparation (the 
elution fraction from the ion exchange column), an 
affinity-purified toxin A (from thyreoglobulin column), 
and the recombinant one. Whereas, the crude preparation 
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3. Discussion and conclusion 
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Hg. 4. Effect of toxin A preparations on isolated and cellular mitochondria. 
(A) Release of cytochrome c from isolated CHO mitochondria after 
treatment with 2 nM of recombinant toxin A, thyreoglobulin purified toxin 
A, and crude toxin A (upper panel). SDS was used as positive control for 
mitochondrial damage. The increase of cytochrome c-content of the 
supernatant is shown in the lower panel. Heating of crude toxin A for 
10 min at 95 °C abolished the effect on mitochondria. (B) Effect of 2 nM 
crude toxin A on mitochondria in whole cell experiments with CHO cells 
and HUVEC. Mitochondria in CHO cells remained unaffected over a period 
of 48 h. whereas, mitochondria in HUVEC showed a cytochrome c release 
after 24-^8 h. The cytochrome c was released into the cytosol of cells. 



caused full release of cytochrome c within 90 min, 
affinity purified toxin A was less effective and recombi- 
nant one was without effect on mitochondria (Fig. 4A). 
Thus, the crude preparation seems to contain at least one 
factor, whose concentration was reduced by further 
purification steps, but was absent from the B, megaterium 
preparation. This factor was heat sensitive (10 min, 
95 °C) suggesting a proteinaceous nature. Sodium dode- 
cylsulfate (SDS, 0.01%) was used as positive control for 
complete release of cytochrome c from mitochondria into 
supernatant. 

Cytochrome c was not released from mitochondria when 
whole CHO cells were treated with 2nM crude toxin 
preparation over a period of 48 h (Fig. 4B, upper lane). 
HUVEC's (primary cells) were more sensitive to toxin 
treatment, and a cytochrome c release was observed after 
24-48 h of treatment (lower lane). The cytochrome c which 
was released from mitochondria was detected in the cytosol. 
Thus, crude toxin fraction had no rapid effect on 
mitochondria in intact cells, possibly because of loss of 
contaminant during cell entry. 



The present characterization of recombinant toxin A with 
respect to cytotoxicity, enzyme activity, and immunological 
characterization reveals equivalency to wild type toxin 

A. Two features, i.e. higher activity of the recombinant 
toxin A with respect to glucosyltransferase activity and 
cytotoxicity, and a different effect on isolated mitochondria, 
may be discussed in more detail to appraise both toxin A. In 
this study the recombinant toxin A was more potent in 
cytotoxicity as well as glucosyltransferase compared to 
native toxin A. As shown by Western blot analysis against 
His-tag, all major toxin fragments seen in SDS-PAGE are 
N- terminally truncated [4]. Since, N-terminal truncation of 
the first 15 amino acids results in a glucosyltransferase- 
deficient toxin (unpublished data), the fragments seen in 
Figs. lA, 2A, and 3A are biologically inactive. Never- 
theless, the fragments of the recombinant toxin were taken 
into account for adjustment of toxin amounts. Although the 
activity of toxin A varied between different preparations, we 
always observed higher toxicities of the recombinant toxin, 
which ranged from two-fold as reported previously [4] to 
10-fold as found in the present study. The obvious reason for 
the higher activity of the recombinant toxin is the time- 
saving procedure of toxin preparation. The short-time 
preparation has the advantage that denaturation is less 
likely after 4 h than after 3 days. Both toxin preparations are 
summarized in a diagram, which clearly shows steps and 
duration of each preparation (Fig. 5). The advantage of 
preparation of the native toxin is the simultaneous 
preparation of toxin B, and a two-fold higher yield of 
toxin A per litre of C. difficile culture compared to 

B. megaterium culture. 

It cannot be excluded that additional clostridial factors, 
which might restrict the activity of the native toxin A are 
co-purified from Clostridium cultures. However, a supposed 
co-purification of associated proteins from clostridial 
culture supematants gains more importance in the context 
of the mitochondrial cytochrome c release. As shown in 
Fig. 4 the crude toxin preparation induced a release of 
cytochrome c, which was less effective, when further 
purification of the toxin was performed. Toxin B, which 
was prepared in parallel to crude toxin A did also cause 
mitochondrial damage (data not shown). In general, 
thyreoglobulin affinity-purified toxin A did cause only 
weak leakage of cytochrome c, proving a loss of 
contaminants by further purification. This fact and the 
fact that recombinant toxin A has no effect on isolated 
mitochondria provides evidence that the glucosyltransfer- 
ase-independent effect is mistakenly attributed to toxin A. 
It is not likely that the recombinant toxin A is less potent in 
mitochondrial cytochrome c-release, since, it exhibited 
higher activities in cytotoxicity and glucosyltransferase 
activity. We suppose that crude toxin A fractions are 
contaminated with a so far unidentified factor. This factor 
which perforates mitochondrial membranes is heat 
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Fig. 5. Scheme of purification steps and duration of recombinant and native toxin A. Preparation of recombinant toxin A is performed within 4 h with a yield of 
0.75 mg/I culture. Preparation of native toxin A lasts 3 days, resulting in toxins A and B in parallel, each of 2 mg/1 culture. 



sensitive as shown in Fig. 4, and thus, is of proteinaceous 
nature. A candidate for this contaminant is a holin-like 
protein. The holin-like protein has high homology to 
phage-coded holins, which lyse bacterial membranes. The 
production of a hohn-like protein during toxin production 
of C. difficile strain 10463 [21] and its role in release of 
toxins were recently described [22]. Interestingly, this 
protein of 19 kDa is encoded in the tcdE gene, which is 
localized together with tcdA (toxin A gene) and tcdB 
(toxin B gene) in the pathogenicity locus. Tan and 
co-workers reported the recombinant expression by 
E. coli which resulted in cell arrest and lysis of bacteria, 
before a noteworthy production of protein was achieved. 
This implicates an even faint contamination of a holin- 
like protein in the toxin preparation of C. difficile as reason 
for a mitochondrial damage in a cytochrome c-release 
assay. 

The two benefits mentioned above — time saving purifi- 
cation and a toxin preparation free of clostridial contami- 
nants — are reasons for the replacement of the classically 
purified toxin A in further studies. 



4. Materials and methods 

4 J. Materials 

Cell culture media were obtained from Biochrome, 
Germany, except Endothelial SMF medium, which was 
purchased from Gibco, Germany. HUVECs were from 
PromoCell, Germany. Thyreoglobulin, UDP-dialdehyde, 
Freud's adjuvant, and 2,2'-azino-bis(3-ethylbenzthiazo- 
line-6-sulfonic acid) were from Sigma. HiTrap Chelating 
HP and PDIO columns were obtained from AP Biotech, 
Germany. Quickchange XL site-directed mutagenesis kit 
was from Stratagene, Germany. B, megaterium protoplasts 
were from MobiTec, Germany. Monoclonal anti-cyto- 
chrome c (clone 7H8.2C12) was purchased from BD 
Pharmingen, Germany and peroxidase conjugated anti- 
rabbit was from Rockland. PA, USA. UDP-L^'^Clglucose 
(300 mCi/nmiol) was from Biotrend, Germany. All other 
chemicals were of the highest purity available. 



4,2, Methods 

4.2. L Cell culture 

NIH 3T3 fibroblasts, used for cytotoxicity assay, were 
cultured in Dulbeccos modified medium. HUVECs were 
cultured in Endothelial SMF medium, supplemented with 
20 ng/ml bFGF, 10 ng/ml EGF, and 1 \ig/m\ heparin. CHO 
cells were kept in DMEM/HAM's F-12 mix supplemented 
with 1 mM Na-pyruvate. All media were additionally 
supplemented with 10% fetal calf serum, lOOU/ml 
streptomycin, and 100 |xg/ml penicillin. All cells were 
subcultured twice a week. 

4.2.2. Toxin preparation 

The methods of different toxin preparations were 
described in detail by Just et al. (toxin A and B), Krivan 
et al. (thyreoglobulin affinity-purification), and Burger et al. 
(recombinant toxin A) [4,23,24]. In brief, native toxins A 
and B were purified from C. difficile culture supematants by 
ammonium sulfate precipitation followed by ion exchange 
chromatography. Subsequent thyreoglobulin affinity-purifi- 
cation was performed to further purify toxin A. Recombi- 
nant toxin A was expressed as His-tagged protein using the 
B. megaterium expression system. The His-tagged toxin A 
was purified from the soluble fraction by a single step 
affinity chromatography using HiTrap Chelating HP column 
loaded with Ni^"*". The elution buffer of each toxin 
preparation was removed by a PDIO column, and toxins 
were stored in 50 mM NaCl, 20 mM Tris-HCl pH 7.4. 
100 ^M MnCl2, and 20% glycerol at -80 °C. 

4.2.3. Cytotoxicity assay 

NIH 3T3 fibroblasts were seeded on a 24-well plate at a 
density of approximiately 10^ cells per well. The cells were 
kept over night in culture medium and intoxicated the 
following morning. Non-frozen, freshly prepared toxins 
were used for comparison of cytotoxicity of original and 
recombinant toxin A. The toxins were added directly to the 
culture medium in concentrations as indicated in triplicate 
samples. Photographs were taken every hour to follow the 
morphological changes. Round cells were counted and 
comparative time courses for 5 h of intoxication were 
illustrated in a diagram. 
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4.2.4. Glucosyltransferase assay 

The glucosyltransferase assay was performed as 
described by Genth and co-workers [25]. Recombinant 
RhoA (2 ng) in 100 ^1 glucosylation buffer (100 mM KCl, 
50 mM Hepes (pH 7.5), 2 mM MgCb, 1 mM MnCk, 10 ^iM 
UDP-[^'^C]glucose [300mCi/mmol specific activity]) was 
incubated for 45 min at 37 °C. The glucosylation reaction 
was started by addition of either native toxin A (3 ^g) or 
recombinant toxin A (1.5 ^ig). Samples were taken at 
indicated time points and the reaction was stopped by 
addition of Laemmii buffer followed by 3 min boiling at 
95 **C. SDS-PAGE and subsequent filmless autoradiography 
(Cyclon, Canberra Packard) was performed for documen- 
tation of [^'^CJglucosylated RhoA. OptiQuant software 
(Canberra Packard) was used for quantification of detected 
signals. 

4.2.5. Isolation of mitochondria and cytochrome c 
release-assay 

Mitochondria of CHO cells were isolated by differential 
centrifugation as described by Perfettini and co-workers 
[26]. In brief, CHO cells were harvested in sucrose buffer 
(210 mM mannitol, 70 mM sucrose, 1 mM EDTA, 10 mM 
HEPES (pH 7.5), 100 ^iM PMSF, 10 ^ig/ml leupeptin, 
2 ^ig/ml aprotinin), and solubilized by repeated suction 
through a syringe (0.8X44 mm). The homogenate was 
centrifuged at 3.000 Xg for 10 min at 4 °C. The supernatant 
was used for preparation of the mitochondria enriched 
fraction by centrifugation at 10.000 Xg for 10 min at 4 °C. 
The pellet containing the mitochondria was resuspended in 
sucrose buffer to perform cytochrome c release-assay. To 
this end, the mitochondria solution was adjusted to a protein 
concentration of 15 mg/ml, and aliquots containing 30 ng 
protein were treated with each toxin (15 nM) or as indicated. 
After 90 min incubation at 30 °C mitochondria were 
pelleted by centrifugation at 10,000 Xg for 10 min at 4 ^'C. 
Samples from the supernatant and the mitochondria 
containing pellet were subjected to 15% SDS-PAGE and 
subsequent immunoblot analysis was performed using 
specific cytochrome c antibody. Preparation of mitochon- 
dria from whole cell assay was identical. The > 10.000 Xg 
fraction of the cell lysate was used as cytosolic fraction to 
detect released cytochrome c. 

4.2.6. Preparation of toxin A-antibodies 

Rabbit polyclonal sera were used for the inmiunodetec- 
tion of native and recombinant toxin A. Two approaches 
avoiding the lethal effect of toxin A as immunogen when 
applied i.v. led to the raise of specific antibodies: the use 
of original toxin A, which was chemically inactivated by 
UDP-dialdehyde [27], and the use of recombinant toxin A, 
where the DXD motif was mutated to generate a 
glucosyltransferase deficient holotoxin. Generation of an 
enzyme-deficient glucosyltransferase was described by 
Busch and co-workers [28] for the lethal toxin from 
C. sordellii. Mutation of the DXD motif from toxin A was 



performed by Quickchange XL site-directed mutagenesis 
kit using 5'-GGCGGAGTATATTTAAATGTTAATAT- 
GCTTCCAGGTATTCACTCC-3' (sense) and 5'-GGA- 
GTGAATACCTGGAAGCATATTAACATTTAAATAT- 
ACTCCGCC-3' (antisense) primer for amplification. The 
whole expression vector containing the CDA gene 
(pWH1520 CDAhis, 16.000 bp) was used as template 
for PCR. Immunization of rabbits were performed after 
standard protocol using the native as well as the 
recombinant toxin A, which both were glucosyltransferase 
deficient, in Freud* s adjuvant. Application of the immu- 
nogen was sub-cutaneous for three times every third 
week. 

4.2.7. Western blot and enzyme-linked immunosorbent 
assay (ELISA) 

Western blot was performed using antisera in a 1:1000 
dilution in TBS-Tween (0.2%). Peroxidase conjugated anti- 
rabbit was used as secondary antibody in a 1:2000 dilution 
in TBS-Tween (0.2%). The ELISA was performed as 
follows: a micro titer plate was incubated with indicated 
amounts of each toxin in PBS. The plate was agitated for 
60 min at room temperature. After three times washing 
with TBS-T, 50 |il per well of indicated antiserum (1:2000, 
in TBS-T) were incubated for 60 min at room temperature. 
The plate was washed three times, and incubated 
for additional 60 min with 50 |il peroxidase-conjugated 
secondary antibody in a 1:1000 dilution in TBS-T. Again, 
the plate was washed three times with TBS-T. Detection of 
bound antibody was done by incubation of 50 |il per well 
2,2'-azino-bis(3-ethylbenzthiazoline-6-sulfonic acid) as 
substrate for 30 min at room temperature. The absorption 
was read on a microplate reader at 405 against 620 nm. 
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